Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11

3T3 NRU Test Chemical Data

17 Mar 2006

Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
IIvs
A1 RF AABTHU 30.8 0.203 0.266 0.88% 2 6 0.9628 3)[2)010';33'113'86001'1' 10 RF  |range finder SLS-A5
B1 DF AABTHU 32.1 0212 0457 0.71% 3 5 09728 | 100,657,444, 295 15 YES SLS-B5
B2 DF AABTHU 54.8 0.363 0.402 477% 2 5 09221 |05 657,444,295 15 YES SLS-B9
B3 DF AABTHU 433 0.286 0.356 1.85% 3 5 09794 | 100,657,444, 295 15 YES SLS-B10
ECBC
1000, 100, 10, 1, 0.1, .
AABILR-A1 RF AABILR 66.8 0.442 0.253 4.38% 2 0 09619 |00 00 10 6o 10 RF  |range finder SLs-14
! N 200, 136, 92.6, 63.0, -
AAG1LR-B1 DF AABILR 303 0.200 0449 | 1354% 5 3 00875 |30 e e 1.47 YES sLs-P38
y N 200, 136, 92.6, 63.0, ]
AAG1LR-B2 DF AABILR 46.1 0.305 0.298 3.30% 4 4 09557 |00 e s 1.47 YES SLS-P39
! N 200, 136, 92.6, 63.0, -
AAG1LR-B3 DF AAGILR 46.1 0.305 0.407 3.13% 4 4 00855 |00 92 s 1.47 YES SLS-P42
FRAME
. 1000, 100, 10, 1.0, 0.1, :
FAL.3T3.PY.A1.21.10.04 RF AABTPY 62.1 0.411 0212 1.41% 2 6 09541 | 190D 190 10 on 10 RF  |range finder FAL.3T3.5L5.21.10.04
FAL.3T3.PY.B1.26.11.04 DF AABTPY 923 0.610 0.290 3.71% 4 2 09374 | 000 495,216 101, 215 YES FAL.3T3.5LS.26.11.04
FAL.3T3.PY.B2.02.12.04 DF AABTPY 57.1 0378 0.194 4.85% 6 2 09518 |50 34023 157107, | 4 47 YES FAL.3T3.5LS.03.12.04
FAL.3T3.PY.B3.09.12.04 DF AABTPY 491 0325 0416 1.16% 6 2 09672 |30 34023 157107, | 4 47 YES FAL.3T3.5L5.00.12.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
oD? mean VC
Ivs
A1 RF AAG1GF NA NA 0.393 2.29% 0.0 7 00319 | 10001000, 100.10.1, 10 RF |range finder SLS-A1
100000, 71429, 51020, Vaues: volatity isauos. YC1
B1 DF AAG1GF 18100 | 44125 0305 | 45.66% 2 3 08837 |36443, 26031, 18593, 14 NO  |% VC difference >15 ' : SLS-B6
removed from subsequent
13281, 9486 ;
analysis.
OD measured 15-16 hr late;
100000, 71429, 51020, orignial reading used wrong
B2 DF AAG1GF 10500 | 256.854 | 0.426 0.14% 4 1 09638 |36443, 26031, 18593, 14 YES OD wavelength; plate sealer | SLS-B11
13281, 9486 used; outliers removed by SD;
pptin 1X C1-C4
20000, 16667,13889,
B3 DF AAG1GF 8070 | 196647 | 0330 3.56% 6 2 09540 |11574, 9645, 8038, 6698,| 1.2 YES plate sealer used SLS-B12
5582
20000, 16667,13889, late sealer used; outliers
B4 DF AAG1GF 9420 | 220449 | 0336 0.05% 4 4 08516 |11574, 9645, 8038, 6698,| 1.2 YES p used; outli SLS-B13
5582 removed by SD
B5 DF AAG1GF NA NA NA NA NA NA NA NA NA NO _|PC fails SLs-B14
ECBC
AABTPH-A1 RF AAG1PH NA NA 0.309 4.26% 0 0 NA | 10000 1000 12010 T: 10 RF  |range finder no toxicity detected SLS-P1
- 5 200000, 20000, 2000, :
AAG1PH-A2 RF AAG1PH NA NA 0308 | 36.98% 2 3 NA |20 202 000 10 RF  |range finder SLs-P3
50000, 34014, 23139,
AAG1PH-B1(sealer) DF AAG1PH NA NA 0372 | 19.13% 5 2 NA  |15740, 10708, 7284, 1.47 NO  |%VC difference > 15 SLS-P38
4955, 3371
50000, 34014, 23139,
AAG1PH-B2 (sealer) DF AAG1PH NA NA 0257 | 29.42% 6 1 NA  |15740, 10708, 7284, 1.47 NO  |%VC difference > 15 SLS-P39
4955, 3371
50000, 34014, 23139,
AAG1PH-B3 (sealer) DF AAG1PH 6340 | 154414 | 0448 7.35% 6 2 0.9770 |15740, 10708, 7284, 1.47 YES SLS-P41
4955, 3371
40000, 27211, 18511,
AAG1PH-B4 (sealer) DF AAG1PH 6580 | 160209 | 0.445 | 14.54% 4 2 09796 |12592, 8566, 5827, 3964,  1.47 YES SLS-P43
2697
40000, 27211, 18511,
AAG1PH-BS5 (sealer) DF AAG1PH 6380 | 155484 | 0453 4.90% 5 3 09823 |12592, 8566, 5827, 3964,  1.47 YES SLS-P45
2697
FRAME
FAL3T3.PL.A1.22-01-04 RF |  AAGIPL NA NA 0439 | 152% 0 3 00000 | 300001000, 100.10. 1.} 40 RF |range finder FAL.3T3.5LS.22/01/04
100000, 46512, 21633,
FAL3T3.PL.B1.29-01-04 DF AAGTPL 56800 | 1382.569 | 0404 | 17.45% 1 4 08826 |10062, 4680, 2177, 1012,  2.15 NO  |%VC difference >15 | volatiity problem; C1 alkaline | FAL3T3.SLS.29-01-04
47
100000, 46512, 21633, PC fails; % VC roblem with reservoir liners;
FAL3T3.PL.B2.05-02-04 DF AAGTPL 6920 | 168534 | 0230 | 62.44% 2 2 09721 |10062, 4680, 2177, 1012,  2.15 No  |PCfails; % problem with reservoir liners; | £a| 313 51 5 5/02/04
471 difference > 15 volatility issue; VC1 <<< VC2
100000, 46512, 21633, %VC difference >15;
FAL3T3.PL.B4.25-02-04 DF AAGTPL NA NA 0.331 71.55% 3 1 NA  |10062, 4680, 2177, 1012,|  2.15 NO |possible volatility FAL3T3.5LS.25.02.04
471 problem
FAL3T3.PL.B5.29-04-04 DF AAG1PL 15200 | 371.267 | 0.327 2.12% 2 4 08085 |23000, 11628, 5408, 215 YES heated C1-C3 to dissolve | FAL.3T3.5LS.20/04/04
PLBS. : : : : 2516, 1170, 544, 253, 118 > 3T3.8LS.
30000, 20408, 13883,
FAL3T3.PL.B6.06-05-04 DF AAG1PL 9930 | 241928 | 0334 5.53% 3 5 09631 |0444, 6425, 4371,2973, |  1.47 YES FAL.3T3.5LS.06/05/04
30000, 13953, 6490, “%VC difference >19; SD having difficulty in using
FAL3T3.PL.B7.20/05/04 DF AAGB1PL 6490 | 158011 | 0344 | 19.62% 2 4 08881 |3019, 1404, 653, 304, 215 NO |possible volatility plate covers for volatility FAL.3T3.5LS.20/05/04
1 nrahlam nrahlame
3UUUU, 13953, 6490,
FAL3T3.PL.B8.27/05/04 DF AABT PL 3940 95.871 0.354 7.19% 3 3 09226 |3019, 1404, 653, 304, 215 YES C1-C3 heated to dissolve | FAL.3T3.5LS.27/05/04

144
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
IIvs
A1 RF AABTHM 480 2.662 0.371 2.14% 1 2 0.9294 3)[2)010';33'113'86001'1' 10 RF  |range finder SLS-A3
B1 DF AABTHM 344 1.911 0413 7.89% 5 3 09635 | 30001333, 889, 593, 15 YES SLS-B5
B2 DF AABTHM 467 2590 0.394 1.04% 4 4 09853 | 30001333, 889, 593, 15 YES SLS-B9
B3 DF AABTHM 392 2174 0.383 1.33% 4 4 09724 |3000, 1333, 889, 593, 15 YES SLS-B10
ECBC
! ) 1000, 100, 10, 1, 0.1, : g
AAGTME-A1 RF AAGTME 175 0.969 0.256 7.03% 1 6 07085 |0 00 0 oo 10 RF |range finder SLS-P9
- - 2000, 930, 433, 201, !
AAGTME-B1 DF AAGTME 589 3.268 0.344 6.13% 2 2 0.9565 | 0% 4ac. 205 oot 215 YES SLS-P30
- - 2000, 930, 433, 201, !
AAG1ME-B2 DF AAGTME 711 3.047 0.304 4.93% 2 6 00182 |00 o o A 215 YES SLs-P32
- . 2000, 930, 433, 201, !
AAG1ME-B3 DF AAGTME 637 3534 0.345 0.84% 2 4 R e 215 YES SLs-P34
FRAME
o, 1000, 100, 10, 1, 0.1, range finder; no points
FAL.3T3.JA.A1.21.05.04 RF AAGTJA 1110 6.169 0.190 4.35% 0 1 05653 |0 0000 oo 10 RF|rangen FAL.3T3.5LS.21.05.04
FAL.3T3.JA.B1.04.06.04 DF AABTJA 1290 7.149 0358 | 12.22% 2 6 09869 | 2500, 1707, ST, T8, 147 YES FAL.3T3.5LS.04.06.04
o, 2500, 1701, 1157, 787, outlier removed by SD from
FAL.3T3.JA.B2.18.06.04 RF AAGTJA 1500 8.342 0471 8.60% 1 5 os217 | 200 00 e 147 YES o FAL.3T3.5LS.18.06.04
. 2500, 1701, 1157, 787,
FAL.3T3.JA.B3.08.07.04 DF AABTJA 912 5.061 0.262 0.73% 3 5 osase | 200 170 e 147 YES FAL.3T3.5LS.08.07.04
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Mean .
Experiment 1.D. sy [r— (ulglfr?L) c gz:i::lj 3:;.::'2:‘ Nl::n;:’net;d Nl:’n;:’rssd (ffozm _— | Dilution | Acceptable Rationale for —
373 Cells Type' hemical I.D. Decimal IC50 (mM) o) VC from e . . Dilutions  (ug/mL) Factor® Tests? Unacceptability Notes Positive Control I.D.
e moanvCe | 0-50%" |50-100%° PRISM)
op?
AMINOPTERIN
Ivs
A1 RF AAG1JD 0006 | 000001 | 0.449 1.25% 6 1 08361 | 900 100 10 LT 10 RF  |range finder SLs-A2
0.02, 0.013, 0.0089,
B1 DF AAG1JD 0006 | 000001 | 0310 1.69% 4 4 0.8810 |0.0059, 0.0040, 0.0026, 15 YES SLS-B1
0.0018, 0.0012
0.02, 0.013, 0.0089,
B2 DF AAG1JD 0004 | 000001 | 0402 1.66% 5 3 0.8854 |0.0059, 0.0040, 0.0026, 15 YES SLs-B2
0.0018, 0.0012
0.02,0.013, 0.0089,
B3 DF AAG1JD 0003 | 000001 | 0461 0.11% 6 2 0.8529 |0.0059, 0.0040, 0.0026, 15 NO  |PC fails SLs-B3
0.0018, 0.0012
0.02, 0.013, 0.0089,
B4 DF AAG1JD 0005 | 000001 | 0.300 0.33% 5 1 0.8025 |0.0059, 0.0040, 0.0026, 15 YES SLS-B4
0.0018, 0.0012
ECBC
AAGTMB-A1 RF AAGTMB 0012 | 000003 | 0373 14.44% 6 2 0.6985 (1)[2)010})133'113'()163'10'1' 10 RF  |lowr2; range finder SLS-P4
® 1000, 100, 10, 1.0, 0.1, low r2;% VC difference
AAG1MB-A2 RF AAGTMB 0014 | 000003 | 0470 | 22.09% 6 1 07532 |00 00 0 0001 10 NO L sor SLS-P5
0.1000, 0.0465, 0.0216,
AAG1MB-B1 DF AAGTMB 0007 | 000002 | 0435 3.5% 4 1 0.8625 |0.0101, 0.0047, 0.0022, 215 YES SLS-P7
0.0010, 0.0005
0.0200, 0.0136, 0.0093,
AAG1MB-B2 DF AAGTMB 0004 | 000001 | 0.400 5.46% 5 1 0.8409 |0.0063, 0.0043, 0.0029, 1.47 NO  |PC fails SLS-P9
0.0020, 0.0013
0.0200, 0.0136, 0.0093,
AAG1MB-B3 DF AAGTMB 0005 | 000001 | 0383 | 11.29% 5 1 0.8251 |0.0063, 0.0043, 0.0029, 1.47 YES SLS-P11
0.0020, 0.0013
0.0200, 0.0136, 0.0093,
AAG1MB-B4 DF AAGTMB 0005 | 000001 | 0544 7.46% 5 2 0.8840 |0.0063, 0.0043, 0.0029, 1.47 YES SLs-P14
0.0020, 0.0013
FRAME
1000, 100, 10, 1.0. 0.1 PC fails; no points
A1PU190603 RF AAG1PU 0146 | 000033 | 0550 2.01% 6 0 06490 | 2000 190 10 1.0. 01 10 RF  |between 50 - 90%; low A1SLS190603
-01,0.001, 0. 2
no points between 10 -
FAL.3T3.PU.A2.26.06.03 RF AAB1PU NA NA 0.446 4.4% 8 0 0.0669 g?g' g'g?' g'gg' g‘;g' 147 NO  |50%; low r2; range EQL'SR'S"S'AZ'ZG'UG'
finder
0.100, 0.047, 0.022, PC fails; no points
FAL.3T3.PU.B1.03.07.03 DF AAG1PU NA NA 0.453 0.09% 8 0 NA  |0.010, 0.005, 0.002, 213 NO |between 10 - 50; r2 not FpL 313 SLSB1.03.07.
0.001, 0.0005 available
0.100, 0.047, 0.022, e o
FAL.3T3.82.PU.10.07.03 DF AAGTPU NA NA 0.451 3.11% 8 0 0.0018 |0.010, 0.005, 0.002, 213 NO gg;"_"”“ ctween 50 - FAL.3T3.5LS.10.07.03
0.001, 0.0005 b low r2
0.010, 0.005, 0.002,
FAL.3T3.B7.PU.17.10.03 DF AAG1PU 0.00583 | 000001 | 0302 | 10.79% 1 4 0.8196 |0.0010, 0.0005, 0.0002, 25 YES FAL.3T3.5LS.171003
0.0001, 0.00005
0.022, 0.010, 0.005,
FAL.3T3.B8.PU.30.10.03 DF AAG1PU 00129 | 000003 | 0.361 0.21% 1 4 0.9443 |0.0022, 0.0010, 0.0005, 22 YES FAL.3T3.5LS.301003
0.0002, 0.0001
0.046, 0.021, 0.010,
FAL.3T3.B9.PU.31.10.03 DF AAG1PU 00166 | 000004 | 0.289 8.80% 2 2 0.8698 |0.0046, 0.0022, 0.001, 22 YES FAL.3T3.SL.S.301003

0.0005, 0.0002

(should be 311003)
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
ormal oD? mean VC
Ivs
1000, 100, 10, 1, 0.1, .
A1 RF AAB1GZ NA NA 0.448 0.95% 0 5 07520 |0 o0 T o 10 RF  |range finder SLs-A3
N 1500, 1154, 888, 683,
B1 DF AAB1GZ 1360 8.872 0.447 3.00% 1 7 ooa2 |00 9% 8008 13 YES SLS-B6
. plates read 15-16 hr late;
B2 DF AAG1GZ 1610 10.520 0.451 0.98% 0 8 09642 | 1900, 1154, 888, 683, 13 NO  |nopointsbetween 0- | il feading used wiong | SLS-B11
525,404, 311, 239 50%
OD wavelength
2500, 1786, 1276, 911, .
B3 DF AAB1GZ 1710 1.144 0.349 4.42% 2 6 00177 | a7 14 YES pptin 2X C1-C3 SLS-B12
B4 DF AAB1GZ NA NA NA NA NA NA NA NA NA NO  |PC fails SLS-B14
2500, 1786, 1276, 911, .
B5 DF AAB1GZ 1600 10472 0.409 0.65% 2 6 08854 o e 14 YES pptin 2X C1-C2 SLS-B15
ECBC
1000, 100, 10, 1, 0.1, .
AAGTKD-A1 RF AAGTKD NA NA 0318 | 12.19% 0 4 NA | 000t 00001 10 RF  |range finder sLs-11
; . 2500, 1701, 1157, 787, y
AAG1KD-B1 DF AAGTKD 1530 10.024 0.709 2.06% 1 7 os21s |20, 1700 1.47 YES SLS-P46
- N 2500, 1701, 1157, 787, ]
AAG1KD-B2 DF AAGTKD 1240 8.110 0413 0.16% 2 6 08375 | 200 T e 1.47 YES SLS-P47
; . 2500, 1701, 1157, 787, y
AAG1KD-B3 DF AAGTKD 1630 10.642 0.386 0.26% 2 6 00711 |2 e 160 1.47 YES SLS-P49
FRAME
FAL.3T3.PA.A1.21.05.04 RF AAGTPA NA NA 0.394 4.59% 0 1 0.5658 [1)010%0,010%01100, 10,1, 10 RF  |range finder FAL.3T3.SLS.21.05.04
. 2500, 1701, 1157, 787,
FAL.3T3.PA.B1.04.06.04 DF AABTPA 1770 11.535 0.501 0.57% 1 7 09837 | 200 e 160 1.47 YES FAL.3T3.5LS.04.06.04
N 2500, 1701, 1157, 787,
FAL.3T3.PA.B2.18.06.04 DF AABTPA 2010 13.123 0.491 14.06% 1 4 08078 | 2200 e 160 1.47 YES FAL.3T3.5LS.18.06.04
. 2500, 1701, 1157, 787,
FAL.3T3.PA.B3.08.07.04 DF AABTPA 2430 15.850 0.343 1.34% 1 4 08850 | 200 e 160 1.47 YES FAL.3T3.5LS.08.07.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
Al RF AAB1RF 545 0.017 0.327 1.25% 1 2 0.9939 3)[2)010';33'113'86001'1' 10 RF  |range finder pptin 2X C1 and 1X C1 SLS-A1
B1 DF AAG1RF 8.83 0.03 0.349 0.19% 2 5 oggss |350 20 N Tk 15 YES SLS-B1
B2 DF AAG1RF 8.35 0.03 0.344 1.92% 2 2 09464 |30 007 N Tk 15 YES SLs-B2
B3 DF AAG1RF 6.24 0.02 0.357 0.02% 2 2 09701 |30 20 T T 15 YES SLS-B3
ECBC
N 1000, 100,10, 1, 0.1, . )
AABTPR-A1 RF AAB1PR 106 0.034 0352 8.18% 0 5 08920 | 2000 1901, 0 10 RF  |range finder pptin 2X C1 and 1X C1 SLS-P4
AAG1PR-B1 DF AABTPR 6.26 0.020 0.384 2.37% 2 4 09661 |5%9 372 173,895 215 YES SLS-P20
AAG1PR-B2 DF AABTPR 455 0.014 0.451 1.05% 2 5 09214 |159.702.094.4.72 147 YES SLs-P22
AAG1PR-B3 DF AABTPR 7.28 0.023 0577 2.79% 2 4 09701 |159.702.594.4.72 147 YES SLS-P24
FRAME
N 1000, 100, 10, 1, 0.1, . .
FAL.3T3.LE.A1.090104 RF AAGILE 12.9 0.041 0.463 1.62% 1 3 09739 | 90D 190 10 L 10 RF  |range finder pptin 2X C1 FAL.3T3.5LS.00/01/04
FAL3T3.LE.B1.16.01.04 DF AAG1 LE 10.4 0.033 0.500 7.09% 3 4 09391 |10 408 216,101. 47, 545 YES FAL.3T3.5LS.16/01/04
FAL3T3.LE.B2.23.01.04 DF AABILE 6.48 0.021 0347 | 13.33% 5 2 09709 |30.9:340,23.3, 157, 147 YES FAL3T3.23-01-04
o, 50.0, 34.0, 23.1, 15.7, SD rejects this serious NR crystal problem;
FAL3T3.LE.B3.30.01.04 DF AAGILE NA NA 0262 | 13.73% 5 3 NA S0 A 147 NO | SDIdlec e prover|FAL3T3 SLS 20/01/04
50.0 34.0.23.1. 15.7 possible NR crystals present;
FAL3T3.LE.B4.06-02-04 DF AAGILE 6.70 0.021 0325 5.48% 5 3 09586 | 509 340,231 157, 1.47 YES blanks slightly higher than | FAL.3T3.5LS.06/02/04

usual
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Mean .
Experiment 1.D. P o omtetinm (ulglfr?L) TEED (D gz:i::lj 3:;.:;’:2:‘ Nl::mo:’net;d Nl:’mo:’:t;d (ffozm _— | Dilution | Acceptable Rationale for e e Geial 16
373 Cells Type! emicallD- | pecimal (i) V) VC from . . , | Diutions (ugmL)" | o\ 0 | egts? Unacceptability otes ositive Controf LD
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
— 100, 10, 1, 0.1, 0.01, .
A1 Preliminary RF AABTFX 1.50 0.008 0.409 2.18% 0 1 09861 |0 1% B01 0006001 10 RF |range finder SLS-A1
. 100, 46.4, 21.6, 10.0, not fully soluble at 200 ug/mi; y
B1 DF AABTFX 347 0.016 0.529 5.69% 1 2 00787 |, Sk Alos ot 216 YES o aheavon 150 we" | SLs-B1
. 100, 46.4, 21.6, 10.0, not fully soluble at 200 ug/mi; y
B2 DF AABTFX 247 0012 0.485 1.20% 1 2 00875 |, % Pk 2los ot 216 YES e oo o 150 ue® | sLs-B2
. 100, 46.4, 21.6, 10.0, not fully soluble at 200 ug/mi; y
B3 DF AABTFX 6.63 0.034 0.599 6.19% 1 3 0597 |, Pk 2l ot 216 YES e aheavon 150 ues" | SLs-B3
ECBC
25,25, 0.25, 0.025,
ECBC-3T3-b-01 AAGIKU- | AABTKU 183 0.093 0.414 3.18% 1 2 0.6456 |0.0025.0.00025, 10 RF  |range finder SLS-P1
0.000025, 0.0000025
ECBC-3T3-1b-02 50,34, 23.1, 15.7, 10.7, No points between 50
verniio DF AAGTKU 239 0012 0.340 0.32% 3 0 ossi2 |25 5 1.47 NO | R pe e SLs-P3
ECBC-3T3-1b-03 342,232,158, 108, .
oo DF AAGTKU 257 0.013 0.405 4.55% 3 1 00221 | 42252 108 1.47 NO  |PC failed SLS-P4
ECBC-3T3-1b-04 250, 17.0, 116, 7.9, 5.4,
oo DF AAGTKU 3.07 0.016 0.777 7.74% 3 2 09511 |35 0] 1.47 YES SLs-P5
ECBC-3T3-1b-05 25.0, 17.0, 116, 7.9, 5.4,
vt DF AAGTKU 253 0.013 0419 0.20% 4 1 ooss0 550,19 1.47 YES sLs-P7
ECBC-3T3-Ib-06 25.0, 17.0, 116, 7.9, 5.4,
e DF AAGTKU 2.74 0.014 0.606 3.92% 2 2 09663 |50 Y7 1.47 YES SLS-P9
ECBC-3T3-1b-07 150,102, 69, 47,32,
e DF AAGTKU 1.28 0.006 0.393 6.66% 3 1 ogss0 |50 1040 1.47 YES SLs-P12
FRAME
100, 20, 4, 0.8, 0.16, . 1b3T3CTRFALSLS
1b3T3RFO1FALNG RF AABING 6.85 0.035 0426 3.32% 1 4 09380 |0 2 ot 000428 5 RF  |range finder s
1b3T3RFO2FALNC RF AABING 277 0.014 0.543 8.42% 0 0 0678 |30, 3 231,157,107, 1.47 RF  |range finder NR crystals in plate IPSTSCTRFALSLS
10, 6.8, 4.63, 3.15, 2.14, . NR crystals in plate; stopped | 1b3T3CTRFALSLS
1b3T3RFO2FALNG RF AABING 1.48 0.007 0247 | 12.73% 2 3 08760 |15 0 0 or 1.47 RF  |range finder VAR e
. 24,16.33, 11.11, 7.56, No points between 50 &| . S 1b3T3CTRFALSLS
1b3T3DFO1FALNG DF AABING 0328 0.002 0.669 4.88% 1 0 osazt |24 10 L 1.47 NO | s o0 | Didtreach 50% viabity | 17%5F
. 28.5, 19.39, 13.19, 8.97, No points between 50 &| . S 1b3T3CTRFALSLS
1b3T3DFO2FALNG DF AABING 1.74 0.009 0.363 3.42% 3 0 0517|285 1 o o 1.47 NO | e s v | Dict reach 50% viabity | 17%75C
7.000, 4.762, 3.239,
1b3T3DFO3FALNG DF AABING 1.05 0.005 0.742 0.84% 3 3 09163 |2.204, 1.499, 1.020, 1.47 YES 1b3TSCTRFALSLS
1121/03
0.694. 0.472
NR crystals in plate;
1b3T3DFO4FALNC DF AABINC 1.39 0.007 0303 15.26% 2 4 09591 |7»476,3.24,2.20,1.50, 147 NO |stopped after 1 h; PC 1b3TSCTRFALSLS
1102, 0,69, 0.47 Stopp 1128/03
7,4.76, 3.24, 2.20, 1,50, . 1b3T3CTRFALSLS
1b3T3DFOIFALNG DF AABING 1.25 0.006 0.624 1.40% 1 3 09671 |1 o e o 1.47 NO  |PC failed s
2.500, 1.701, 1.157,
1b3T3DFOSFALNG DF AABING 0.984 0.005 0.569 0.76% 1 2 0.9099 |0.787, 0535, 0.364, 1.47 YES Jb3TSCTRFALSLS
2/403
0.248. 0.169
5.000, 3.401, 2.314,
1b3T3DFO7FALNG DF AABING 1.00 0.005 0.639 1.80% 2 3 09303 |1.574,1.071,0.728, 1.47 YES Jb3TSCTRFALSLS
2/5/03
0,496, 0.337
7,4.76, 3.24, 2.20, 1,50, Tb3T3CTRFALSLS
1b3T3DFO7(2)FALNC DF AABING 1.14 0.006 0.651 2.48% 2 2 09286 |15 o820 1.47 YES B
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGINE 50.4 0.072 0.391 0.62% 1 2 09941 | 10D 1000, 100.10.1, 10 RF |range finder SLS-A4
B1 DF AAGINE 63.8 0.092 0.485 4.11% 3 5 08gos | 300 "7 928,504 18 YES outlier removed by study directq SLS-B4
G11in VC2 not used; rec'd
B2 DF AAGINE 711 0.102 0.374 1.70% 3 5 09230 | 300187 928,504 18 YES extra 100ul medium during | SLS-B7
T e seeding process;SD removed
SD note: response curves in 3
B3 DF AAGINE 75.0 0.108 0.436 3.00% 2 6 09070 | 300,187, 928,504 18 YES valid DF similar & don't follow | SLS-B8
Toomm e classic Hill response curve

ECBC
AABTKX-A1 RF AABTKX 87.9 0.127 0.390 1.37% 1 5 0.9664 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder SLS-P13
AABTKX-B1 DF AABTKX 313 0.045 0510 7.40% 3 3 09452 | 1000 495,216,101, 215 YES SLS-P31

] N 1000, 465, 216, 101, ]
AAGTKX-B2 DF AABTKX 434 0.062 0.465 9.34% 3 4 00483 |00 o 2 T, 215 YES SLs-P33

: . 1000, 465, 216, 101, !
AAGTKX-B3 DF AABTKX 875 0.126 0.686 5.74% 3 4 08275 |00 o ey, 215 YES SLS-P35
FRAME

o, 10000, 1000, 100, 10, 1, range finder; no points

FAL.3T3.FU.A1.10.09.04 RF AAGFU 461 0.664 0.384 4.08% 1 0 o8 |00 b 10 RF |range finder no bor FAL.3T3.5LS.10.09.04
FAL.3T3.FU.B1.16.09.04 DF AAGTFU 160 0.231 0.350 1.76% 5 3 09137 | 190,080, 493,315,214, 447 YES outlier removed by SD FAL.3T3.5LS.16.00.04
FAL.3T3.FU.B2.15.10.04 DF AAGTFU 153 0.221 0342 2.06% 4 4 09807 |30 34023 157107, | 4 47 YES FAL.3T3.5LS.15.10.04
FAL.3T3.FU.B3.28.10.04 DF AAGTFU 85.5 0123 0.184 5.35% 5 3 09528 |50 34023 157107, | 4 47 YES FAL.3T3.5LS.28.10.04




Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11 17 Mar 2006

3T3 NRU Test Chemical Data

Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
1000, 100, 10, 1, 0.1, .
Al RF AAGILD 979 15.842 0433 3.67% 1 6 o184 | PO 0010 b 10 RF  |range finder SLS-A4
N 5000, 3125, 1953, 1221,
B1 DF AAGILD 1090 17.571 0.403 0.04% 4 4 00456 |00 e e 16 YES sLs-B6
plates read 15-16 hr late;
B2 DF AABILD 685 11.087 0.486 2.50% 5 3 0.9462 gggog;zgéggigémm, 16 YES orignial reading used wrong | SLS-B11
’ ’ ’ OD wavelength
N 5000, 3125, 1953, 1221,
B3 DF AAGILD 1830 20.635 0.349 0.52% 2 4 09120 | 2000, 0720 ot 16 YES sLs-B12
ECBC
AAB1JH-A1 RF AAB1JH 897 14.514 0.329 0.46% 2 6 0.8984 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder SLS-P12
! . 10000, 4651, 2163, 1006, y
AAG1JH-BI DF AAB1JH 1150 18.570 0477 1.66% 3 5 09684 |, 0000 L0 2 215 YES SLS-P31
! . 10000, 4651, 2163, 1006, y
AAG1JH-B2 DF AAB1JH 1290 20.932 0423 0.14% 4 4 g 215 YES SLS-P33
! . 10000, 4651, 2163, 1006, y
AAG1JH-B3 DF AAB1JH 2050 33.008 0.691 5.22% 3 3 09571 |4 0000 a0 2 215 YES SLS-P35
FRAME
FAL.3T3.GR.A1.10.09.04 RF AA61GR 2000 32.270 0.394 4.32% 1 1 0.8608 [1)010%0610%01100, 10,1, 10 RF  |range finder FAL.37T3.5LS.10.09.04
FAL.3T3.GR.B1.16.09.04 DF AAG1GR 4320 69.791 0.351 10.82% 2 3 08630 |10000,9903 4628, 148, 147 YES FAL.3T3.5LS.16.09.04
FAL.3T3.GR.B2.23.09.04 DF AA61GR 4450 71.912 0336 3.84% 2 4 0.8582 ;?220'1223353‘1522'7314& 147 YES outlier removed bySD FAL.3T3.5LS.23.09.04
FAL.3T3.GR.B3.14.10.04 DF AAG1GR 3190 51.618 0.319 3.58% 3 5 07925 | 100009803 4628, 148, 147 YES FAL.3T3.5LS.14.10.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAB1RL 29.2 0.118 0.387 12.48% 1 6 0.8879 (1)0006 11 06 2)63'11 '(?':Jdo . 10 RF  |range finder SLS-A1
. 100, 71.4, 51.0, 36.4,
B1 DF AABTRL a7 0.169 0425 3.61% 3 5 08760 | 0% 1Lt 0% e, 14 YES SLS-B5
. 500, 278, 154, 85.7, 47.6,
B2 DF AAGTRL 44.9 0.18 0332 5.19% 5 3 ogez0 |00 275104 18 YES SLS-B9
B3 DF AAB1RL 446 0.18 0.332 3.79% 4 4 0.8775 ggos' 2118'71241'785'7' 4781 48 YES plate sealer used SLS-B10
ECBC
1000, 100,10, 1, 0.1, . .
AABTLH-A1 RF AAG1LH 97.3 0.395 0.360 3.64% 1 5 ossss |0 001% Soon 10 RF  |range finder pptin 2X C1 SLS-P4
AAG1LH-B1 DF AABTLH 57.3 0233 0.293 3.70% 3 5 08885 | S0%g a3 24| 215 YES SLs-P18
AAG1LH-B2 DF AABTLH 446 0.181 0.385 6.29% 3 5 08764 | 30523 109,903,234 215 YES SLS-P20
AAG1LH-B3 DF AABTLH 19.4 0.079 0.463 0.58% 5 3 08778 | 30525 109,903,234 215 YES SLS-P21
FRAME
250, 25, 2.5, 0.25, 0.025,
FAL.3T3.JE.A1.00/01/04 RF AAG1JE 387 0.156 0.677 5.72% 1 4 0.9065 |0.0025, 0.00025, 10 RF  |range finder FAL.3T3.5LS.00/01/04
0.000025
FAL.3T3.JE.A2.16/01/04 DF AAG1JE 528 2145 0.597 9.65% 1 7 7176|305 233 708.503. 234 515 YES FAL.3T3.5LS.16/01/04
FAL.3T3.JE.B1.23/01/04 DF AABTJE 234 0.952 0.361 10.07% 1 6 09558 |30 202 108.503. 234 515 YES morprological changes SN | FAL3T3.23-01-04
no points between 0-50; . .
FAL.3T3.JE.B2.30/01/04 DF AAG1JE NA NA 0.266 3.00% 0 6 NA  |300,233,108,503,234, 45 NO  |SD rejects this serious NR crystal problem; |- 313 g 529/01/04
10.9,5.1,2.4 SD rejects this experiment
e experiment u s experi
possible NR crystals present;
FAL.3T3.JE.B3.06-02-04 DF AAG1JE 202 0.819 0308 7.09% 1 7 0.8537 |200,233,108,503,234,1 45 YES blanks slightly higher than | FAL.3T3.SLS.06/02/04

10.9,5.1,24

usual

1-14
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Mean .
E i t1.D. Assay (IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
100, 10, 1, 0.1, 0.01, .
A1 RF AABINK 0.462 0.003 0.442 2.10% 1 3 osese |0 10 b 00601 10 RF |range finder SLS-A1
3.0, 2.0, 1.33, 0.889,
B1 DF AABINK 1.31 0.007 0325 0.39% 2 5 09811 |0.593, 0.395, 0.263, 15 YES SLS-B1
0176
3.0, 2.0, 1.33, 0889,
B2 DF AABINK 0575 0.003 0.382 8.48% 3 4 09735 |0.593,0.395, 0.263, 15 YES SLs-B2
0176
3.0, 2.0, 1.33, 0889,
B3 DF AABINK 0.529 0.003 0.407 1.25% 4 3 0.9907 |0.593, 0.395, 0.263, 15 NO  |PC fails SLs-B3
0176
3.0, 2.0, 1.33, 0889,
B4 DF AABINK 0.565 0.003 0.336 471% 3 4 09832 |0.593,0.395, 0.263, 15 YES SLS-B4
0176
ECBC
_ o, 1000, 100, 10, 1.0, 0.1, no points between 10 - .
AABTKR-A1 RF AABTKR 0.620 0.003 0.346 0.53% 0 0 09671 |0 00 0 0001 10 RE | oo tande i SLS-P4
2.0, 1.361, 0.926, 0.630,
AAG1KR-B1 DF AABTKR 0514 0.003 0.542 7.85% 2 4 08434 [0.428,0.291, 0.198, 1.47 YES SLS-P6
0.135
2.0, 1.361, 0.926, 0.630,
AAG1KR-B2 DF AABTKR 0.530 0.003 0.496 3.06% 3 4 09625 [0.428,0.291, 0.198, 1.47 YES SLS-P7
0.135
2.0, 1.361, 0.926, 0.630,
AAG1KR-B3 DF AABTKR 0.406 0.002 0.389 3.87% 2 3 09474 [0.428,0.291, 0.198, 1.47 YES SLS-P10
0.135
FRAME
1000, 100, 10, 1.0, 0.1, .
A1JP190603 RF AAB1JP 0.973 0.005 0523 1.02% 1 0 09777 | o 0 0001 10 RF  |range finder A1SLS190603
FAL.3T3.JPB1 .26.06.03 RF AABTJP 0.547 0.003 0.463 3.71% 1 2 og74g |0 322318 1107y 47 YES PpL 313 SLSA2.26.06.
3.0,2.04,1.39, 0.94, . FAL.37T3.5LS.B1.03.07.
FAL.3T3.JPB2.03.07.03 DF AAB1JP 0.817 0.004 0.364 4.50% 1 1 o AT Ao 1.47 NO  |PC fails A
N 3.0, 2.04, 1.39, 0.94,
FAL.3T3.83.JP.10.07.03 DF AAB1JP 0.343 0.002 0.484 1.25% 2 2 00894 |0 2t e 1.47 YES FAL.3T3.5LS.10.07.03
FAL.3T3.B4.JP.17.07.03 DF AAB1JP 0.309 0.002 0.549 0.47% 2 2 09837 |3204.1.39,094,064, | 4 ,; YES FAL.3T3.5LS.17.07.03

0.44,0.30, 0.20
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
ormal oD? mean VC
Ivs
A1 RF AABTIM 176 0.905 0.439 6.89% 1 1 0.9381 [1)010%0,010%01100, 10,1, 10 RF  |range finder SLS-A1
. 1000, 625, 391, 244, 153,
B1 DF AAGTIM 183 0.941 0.510 0.72% 4 4 o039 |00 20 300 16 YES sLs-B4
B2 DF AABTIM 208 1.073 0.379 8.66% 4 4 0.9793 ;gczo,segzg, 3313' 244,153, 46 YES outlier removed bySD SLs-B7
. 1000, 625, 391, 244, 153,
B3 DF AAG1IM 183 0.944 0.452 1.60% 4 4 09857 |00 e 3o 16 YES SLs-B8
ECBC
AABINU-AT RF AABTINU 19 0613 0.457 8.10% 1 5 0.9548 (1)0100(?610(30601100'10' 1, 10 RF  |range finder SLs-P3
. 1000, 465, 216, 101,
AAGTNU-B1 DF AABTNU 130 0.668 0.469 0.04% 3 4 R 215 YES SLS-P17
. 1000, 465, 216, 101,
AAG1NU-B2 DF AABTNU 148 0.760 0.539 2.01% 3 5 o798 |00 00 2 ey 215 YES SLS-P19
. 1000, 465, 216, 101,
AAG1NU-B3 DF AABTNU 122 0.631 0.543 0.37% 3 5 o791 |00 R N oy 215 YES SLS-P22
FRAME
FAL.3T3.GW.A1.00/01/04 RFE |  An6IGW 198 1.018 0.632 5.54% 1 6 08800 | 100901000, 100.10.1, 10 RF  |range finder FAL.3T3.5LS.00/01/04
FAL.3T3.GW.A2.16.01.04 5000, 2325.6, 10817,
revised by NICEATM; bottom | DF |  AAGIGW 67.9 0.350 1.046 2.64% 6 2 09544 |503.1,234.0,108.8, 506,  2.15 YES FAL.3T3.5LS.16/01/04
set to 0 as constant 235
FAL.3T3.GW.B1.23.01.04
revised by NICEATM: bottom | DF AAG1GW 228 1174 0562 0.19% 3 4 0.9827 23010' 115532'5500;' 11 gg' 316 YES FAL3T3.23-01-04
set to 0 as constant T
o, 5000, 1587, 504, 160, 51, SD rejects this serious NR crystal problem;
FAL.3T3.GW.B2.30.01.04 DF | AABIGW NA NA 0.315 1.72% 2 4 NA |50 315 NO | oo D e et oo | FAL3T3 SLS 29/01/04
FAL.3T3.GW.B3.06-02-04 DF |  AABIGW 176 0.907 0.460 3.57% 3 5 0.9731 |3000. 1587,504,160,51,| 5 45 YES FAL.3T3.5LS.06/02/04

16,5.1,1.6
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
o— 5| 0-50%* |50-100%° PRISM)
orma oD? mean VC
nvs
10.0, 1.0, 0.1, 0.01,
A1 RF AAB1NB NA NA 0.281 6.74% 0 4 NA 0.001, 0.0001, 0.00001, 10 RF range finder SLS-A5
0.000001
o, 50.0, 38.5, 29.6, 22.8, no points between 0 - .
B1 DF AAB1NB 164 0.694 0.397 2.68% 0 8 0.5447 175,135, 10.4, 7.97 1.3 NO 50% SLS-B6
C1 data removed from Hill
o 300, 250, 208, 174, 145, analyses; plates read 15-16 hr .
B2 DF AAB1NB 88.7 0.375 0.381 8.51% 6 1 0.9179 121,100, 83.7 1.2 YES late; orignial reading used SLS-B11
wrong OD wavelength
B3 DF AAGINB 104 0.441 0318 1.57% 3 5 0939|200, 104 118910700, 43 YES sLs-B13
B4 DF AAG1NB NA NA NA NA NA NA NA NA NA NO PC fails SLS-B14
0, 200, 154, 118, 91.0, 70.0,
B4 (should be B5) DF AAB1NB 82.6 0.350 0.403 5.68% 4 4 0.9465 53.9.41.4, 31.9 1.3 YES SLS-B15
ECBC
: o 100, 10, 1, 0.1, 0.01, N g
AAB1LX-A1 RF AABILX 88.9 0.376 0.438 9.61% 1 0 0.8266 0.001, 0.0001, 0.00001 10 RF range finder SLS-16
a o, 250, 170, 116, 78.7, 53.5, y
AAB1LX-B1 DF AABILX 93.8 0.397 0.601 3.55% 3 5 0.9413 36.4, 24.8, 16.9 1.47 YES SLS-P45
: o, 250, 170, 116, 78.7, 53.5, .
AAB1LX-B2 DF AABILX 85.1 0.360 0.614 1.82% 2 6 0.9155 36.4, 24.8, 16.9 1.47 YES SLS-P46
a o, 170, 116, 78.7, 53.5, ]
AAB1LX-B3 DF AABILX 70.1 0.297 0.314 9.73% 3 5 0.9105 36.4,24.8, 16.8, 1.5 1.47 YES SLS-P48
FRAME
o 1000, 100, 10, 1.0, 0.1, . outliers removed by SD; ppt in
FAL.3T3.HD.A1.21.10.04 RF AAB1HD 107 0.451 0.190 1.01% 1 1 0.9436 0.01, 0.001, 0.0001 10 RF range finder 1X C1 and 2X C1 FAL.3T3.SLS.21.10.04
FAL.3T3.HD.B1.11.11.04 DF |  AAGTHD 217 0.917 0217 | 2.35% 2 1 o7egs | 1000378101, 320, 3.15 YES pptin 2X C1-C2; 81X in C1 | FAL.3T3.5LS.10.11.04
FAL.3T3.HD.B3.18.11.04 o, 1000, 465, 216, 101, . .
(should be B2 and 19.11.04) DF AA61HD 130 0.550 0.237 4.35% 3 2 0.9861 46.8,21.8 101, 4.7 215 YES pptin 2X C1-C2 & 1Xin C1-C2| FAL.3T3.SLS.19.11.04
FAL.3T3.HD.B3.18.11.04 DF AABTHD 110 0.466 0.241 0.24% 3 1 0.9107 120;)'24162' %61' 140; 2.15 YES pptin 2X C1-C2 8 1Xin C1- - [p| 373 61 5.25.11.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlt'fi;l:t'l‘l‘:t pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAB1JK NA NA 0.349 15.06% 0 2 NA (1)[%)010';33'113'016001'1' 10 RF  |range finder pptin 2X C1-C3 SLS-A2
B1 DF AAB1JK NA NA 0.391 6.82% 0 5 NA §§§%§§,2§'1§f‘§35”38‘ 13 NO 280/"00'”'3 between 0- | i in ox C1-C3 SLs-B6
o, 2500, 1923, 1479, 1138, no points between 0- ppt in 2X C1-C8; no toxicity .
B2 DF AAB1IK NA NA 0.394 7.97% 0 1 NA T as, o8 13 NO |RoP potin 2 SLS-B9
. _ ppt in 2X C1-C8; some toxicity
B3 DF AAB1IK NA NA 0.368 3.76% 0 5 NA gggoé;gzgayggém& 13 NO 280/"00'”'3 between 0- | yotacted: C1 has lower toxicity | SLS-B10
» 673, 518, than C2
ECBC
AABINZ-A1 RF AABINZ NA NA 0328 16.23% 0 6 NA [1)%010'& gg'1 1 gfo10'001' 1, 10 RF  |range finder SLs-P9
AAGINZ-A2 RF AABINZ NA NA 0.419 7.89% 0 1 NA g‘g’g:ggfg&&& 10 RF  |range finder SLS-P19
. o, 4500, 3719, 3074, 2540, no points between 0 - .
AAG1NZ-B1 DF AAGINZ NA NA 0416 2.67% 0 8 NA oo Sae. saad. 168 1.21 NO |oPp SLS-P65
. dilution factor is 1.21; no points
AAGTNZ-B2 DF AABINZ NA NA 0.567 3.83% 0 7 NA | e e oo | 121 NO  |popointsbetween 0+ fyenyeen 0-50%; test would | SLS-P67
' ' ' ° pass due to dilution factor
AAG1NZ-B3 DF AABINZ NA NA 0536 8.16% 0 7 NA gggg' gggg' ‘2‘;2(1)' ?gi;' 1.21 NO ’5‘8‘;’)"“3 between 0~ | 1t in 2X C1 - C5; oily SLS-P73
FRAME
1000, 100, 10, 1, 0.1, .
FAL.3T3.HC.A1.30/04/04 RF AABTHC NA NA 0179 1.46% 0 1 N 10 RF  |range finder FAL.3T3.5LS.30/04/04
o, 2500, 1701, 1157, 787, no points between 0 - | SD ends testing and returns as
FAL.3T3.HC.B1.06/05/0404 | DF AABTHC NA NA 0.218 2.75% 0 0 NA s ke 1.47 No  |hopa b Seti FAL.3T3.5LS.06/05/04
. the toxicity curve appears
FAL.3T3.HC.B2.26.11.04 DF AABTHC NA NA 0.253 12.16% 0 5 NA gggoégogay %'9787' 147 NO ’5‘8070'”'3 between 0 - | o orsed; higher conc. less | FAL.3T3.SLS.26.11.04
) O 278 ° toxic than lower conc.
o, 2500, 1701, 1157, 787, no points between 50 -
FAL.3T3.HC.B3.03.12.04 DF AABTHC 2430 15.776 0179 3.22% 1 0 osatz | 200 00 1.47 No  |7opa FAL.3T3.5LS.03.12.04
o 2500, 2066, 1708, 1411, no points between 0 -
FAL.3T3.HC.B4.09.12.04 DF AABTHC NA NA 0.286 7.61% 0 6 NA 13000 oo o o5 1.21 NO |oPp FAL.3T3.5L5.09.12.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
VC1 ODs < VC2 ODs; VC1
Al RF AAGTFJ 56.2 0.340 0469 | 87.75% 2 4 0.9868 stzo%oblog%ouoo, 10.1, 10 RF  |range finder removed from subsequent | SLS-A2
R analysis; volatility issues.
. 500, 278, 154, 85.7, 47.6,
B1 DF AABTFJ 156 0.943 0.509 2.80% 2 6 o955 |00 270, 104 18 YES sLs-B4
5, 500, 278, 154, 85.7, 47.6, outliers removed by SD; plate
B2 DF AABTFJ 193 1.165 0.336 2.36% 2 5 o953 |00 270 104 18 YES outters rem sLs-B7
B3 DF AAGTFJ 162 0.981 0.447 5.20% 2 6 0.9613 ggos' 2118'71241'785'7' 4781 18 YES plate sealer used sLs-B8
ECBC
AABTKB-A1 RF AAGTKB NA NA 0189 | 94.19% 3 0 NA }%0(1’0'01 8?06 10%01' 10, 10 RF  |range finder {’/'(‘:’Eibﬁ ‘\’/"é?"“y problem; | 5 pg
. 100, 10, 1, 0.1, 0.01, :
AAG1KB-A2 RF AAG1KB 107 0.648 0.295 0.25% 0 1 NA it 50001 000001 10 RF |range finder SLS-P7
AAG1KB-B1 DF AABTKB 160 0.965 0474 0.63% 3 5 09590 |50 34023 157107, | 4 47 YES SLs-P22
AAG1KB-B2 DF AABTKB 160 0.969 0.703 2.49% 3 5 09682 |50 34023 157107, | 4 47 YES SLS-P24
AAG1KB-B3 DF AABTKB 133 0.806 0.588 0.17% 3 5 0.9604 |500,340, 231,157,107, | 4 47 YES SLS-P26
72.8,49.6, 33.7
FRAME
. 10000, 1000, 100, 10, 1, . . "
FAL.3T3.LK.A1.01/04/04 RF AABILK M 4.300 0.271 69.44% 2 0 0.2684 01,001, 0.001 10 RF range finder possible volatility problem FAL.3T3.SLS.01/04/04
FAL.3T3.LK.B1.20/04/04 DF AABILK 243 1.470 0.287 5.23% 2 2 09262 | 000 495216 101, 215 YES NR crystals; high background | FAL.3T3.SLS.20/04/04
FAL.3T3.LK.B2.06/05/04 DF AABILK 265 1,605 0313 8.07% 4 4 09706 | 190,080 493,315, 214, 4 47 YES FAL.3T3.5LS.06/05/04
o, 2000, 1361, 926, 630, no points between 0 - | curve very different compared
FAL.3T3.LK.B3.20/05/04 DF AABILK 1450 8.739 0347 | 12.28% 0 1 09010 3000 00 e s 1.47 No |pop surve very dife FAL.3T3.5LS.20/05/04
FAL.3T3.LK.B4.27/05/04 DF AABILK 215 1.302 0412 4.39% 4 4 09575 | 1900,080. 483,315,214, 4 47 YES FAL.3T3.5LS.27/05/04




Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11

3T3 NRU Test Chemical Data

17 Mar 2006

Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlgzl;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
oD? mean VC
Ivs
o 100, 10, 1, 0.1, 0.01, :
A1 RF AAB1GJ 98.9 0.306 0323 | 27.15% 1 1 0.1208 | 091G 80010 00601 10 RF  |range finder SLS-A1
N 558, 310, 172, 95.7, 53.2,
B1 DF AAB1GJ 187 0.579 0.307 4.85% 2 6 0661|508 S 0% 18 YES sLs-B1
. 558, 310, 172, 95.7, 53.2,
B2 DF AAB1GJ 148 0.458 0.421 0.91% 3 5 oged | 508 3010 18 YES sLs-B2
B3 DF AAB1GY 142 0.439 0.428 0.12% 3 5 09668 |05 312, 1712 957532 4 g NO  |PC fails SLS-B3
B3 with plate cover DF AAB1GJ 171 0.529 0.345 4.49% 2 5 09683 |05 311712 957532 4 g NO  |PC fails sLs-B3
N 593, 329, 183, 102, 56.5,
B4 DF AAB1GJ 133 0412 0.350 3.69% 3 5 o017 |35 92 1% 18 YES sLs-B4
ECBC
1000, 100, 10, 1.0, 0.1, :
AAB1JS-AT RF AAB1JS 54.5 0.169 0.401 14.20% 1 4 07119 | O e o aoe 10 RF  |low r2; range finder SLS-P4
] " 1000, 300, 100, 30, 10, 3, % VC difference > 15; ]
AAG1JS-B1 DF AAB1JS 88.5 0.274 0440 | 2033% 2 3 osass | 1°0% 333 NO |l Ve SLS-P6
1000, 465.1, 216.3,
AAG1JS-B2 DF AAB1JS 39.1 0.121 0.461 1.90% 2 4 09618 [100.6, 46.8,21.8, 10.1, 215 YES SLS-P7
4.7
1000, 465.1, 216.3,
AAG1JS-B3 DF AAB1JS 61.1 0.189 0.395 1.46% 3 4 08537 [100.6,46.8,21.8, 10.1, 215 YES SLS-P10
4.7
1000, 465.1, 216.3,
AAG1JS-B4 DF AAB1JS 55.1 0171 0.504 2.80% 3 4 09541 [100.6,46.8,21.8, 10.1, 215 YES SLs-P14
4.7
1000, 465.1, 216.3,
AAG1JS-B5 DF AAB1JS 68.5 0212 0.448 5.20% 3 4 09401 [100.6,46.8,21.8, 10.1, 215 YES SLS-P15
4.7
FRAME
PC fails; no points
ATMU190603 RF AAGTMU 568 1.758 0550 1.44% 1 0 0.9021 | 1000, 100,10, 1.0, 0.1, 10 RF  |between 50 - 90%; A1SLS190603
0.01,'0.001, 0.0001 :
range finder
N 1500, 1020, 690, 470, FAL.373.5LS.A2.26.06.
FAL.3T3.MU.B1.26.06.03 DF AAGTMU 276 0.854 0.491 13.66% 5 3 08425 | 1000 O 1.47 YES o
1250, 580, 270, 125, . FAL.37T3.5LS.B1.03.07.
FAL.3T3.MU.B2.03.07.03 DF AAGTMU 520 1,609 0.306 3.63% 2 2 08810 | o0 0 e 2 215 NO  |PC fails o
FAL.3T3.83.MU.10.07.03 DF AABTMU NA NA 0.486 1.00% 0 2 NA (500,340 230 18T, 147 NO |70 points between 10- FAL.3T3.5LS.10.07.03
FAL.3T3.B3.MU.17.07.03 2500, 1160, 540, 251,
(oo o g DF AAGTMU 237 0.733 0.455 1.91% 3 2 oorez |29 1100002 215 YES FAL.3T3.5LS.17.07.03
FAL.3T3.84.MU.25.07.03 N 2500, 1160, 540, 251,
ot e bem DF AAGTMU 385 1.191 0379 0.65% 2 2 os2e1 |7790, 1150 590, 29 215 YES FAL.3T3.5LS.25.07.03
FAL.373.85.MU.070803 N 2500, 1160, 540, 251, .
o o nem DF AAGTMU 64.4 0.199 0.721 1.63% 4 4 o0t |57 11000039 215 NO  |PC fails FAL.3T3.5LS.070803
FAL.3T3.MU.B7.120903 DF AABTMU 193 0597 0.363 0.80% 4 4 0.0490 |2500, 1162, 540, 251, 215 YES FAL.3T3.5LS.120903

117,54.4,25.3, 11.7
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
Al RF AAGTMH 1030 5.376 0.363 7.76% 1 2 0.8924 [1)010%0,010%01100, 10,1, 10 RF  |range finder SLS-A1
B1 DF AAGTMH 681 354 0.389 3.15% 2 3 09722 | 10000 5955 39801715, 1 YES SLS-B1
B2 DF AAGTMH 942 4.90 0.379 5.58% 1 4 09742 | 100005955 39801715, 1 YES SLs-B2
B3 DF AAGTMH 971 5.05 0.381 1.66% 1 4 09858 | 100005950 39801715, 1 YES SLS-B3
ECBC
AAB1HH-AT RF AABTHH 409 2.130 0.341 0.32% 2 5 0.9275 (1)0100(?610(30601100'10' 1, 10 RF  |range finder pptin 1X C1 SLS-P1
AAB61HH-B1 DF AABTHH 598 3.115 0.299 2.62% 4 4 0.9879 lggogagefgaz‘lﬁ, 1006, 515 YES pptin 1X C1 SLs-P5
AAGTHH-B2 DF AABTHH 325 1,692 0.418 9.20% 4 2 09800 |30, 2163, 100, 468, 215 YES pptin 1X C1 SLS-P8
AAGTHH-B3 DF AABTHH 497 2585 0423 1.95% 3 5 09732 |3051, 2163, 1006, 468, 215 YES SLS-P17
FRAME
FAL.3T3.RB.A1.08/01/04 RF AAGIRB 1050 5.489 0.557 1.11% 1 1 08g24 |10 1000, 100.10.1, 10 RF  |range finder FAL.3T3.5LS.080104
FAL3T3.RB.A2.15-01-04 DF AAG1RB 668 3479 0.730 5.04% 4 4 09467 | 100002657, 2185,1006,) 545 NO  |PCfails; FAL.3T3.5LS.15/01/04
5000, 2325.6, 10817,
FAL3T3.RB.B1.22-01-04 DF AAG1RB 1080 5617 0.411 1.38% 3 2 09403 |503.1,234.0,108.8, 506,  2.15 YES FAL.3T3.5LS.22/01/04
235
5000, 3401, 2314, 1574 pH 3 fpr C1; SD suggests high
FAL3T3.RB.B2.29-01-04 DF AAG1RB 1050 5476 0423 | 12.11% 4 4 09575 | 3000 301 23180974 | 147 YES pH may be cause of toxicity for| FAL3T3.SLS.29-01-04
’ ’ ’ this concentration;
problem with reservoir liners;
o, 5000, 3401, 2314, 1574, PC fails; no points SD incorrectly determined 4
FAL3T3.RB.B3.05.02.04 DF AAG1RB 345 1.797 0.344 4.03% 7 0 0104 |00 T e 1.47 NO  |PC fallsi o pot S 00 matba | FAL 3T3.SLS 5102104
of 0 points
FAL3T3.RB.25-02-04 DF AAG1RB 1100 5.721 0.481 11.65% 4 4 09805 | 3000 301, 2312 0974 | 147 YES definitive test B4 FAL3T3.5LS.25.02.04
5000, 2325.6, 10817,
FAL3T3.RB.B5.17.03.04 DF AAG1RB 1360 7.087 0.304 6.25% 2 2 09139 |503.1,234.0,108.8, 506,  2.15 YES FAL.3T3.5LS.17/03/04

235
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Mean .
E i t1.D. Assay (IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AABTFL 0.027 0.0001 0514 1.69% 5 1 09699 | 10001000, 100.10.1, 10 RF |range finder SLS-A1
0.1, 0.067, 0.044, 0.030,
B1 DF AABTFL 0028 | 0.0001 0416 3.16% 4 4 0.9768 |0.020, 0.013, 0.0088, 1.49 YES SLS-B1
0.0059
0.1, 0.067, 0.044, 0.030,
B2 DF AABTFL 0028 | 0.0001 0.527 2.34% 4 4 0.9809 |0.020, 0.013, 0.0088, 1.49 YES SLs-B2
0.0059
0.1, 0.067, 0.044, 0.030,
B3 DF AABTFL 0037 | 0.0001 0578 6.33% 3 2 09522 |0.020,0.013, 0.0088, 1.49 NO  |PC fails SLs-B3
0.0059
0.1, 0.067, 0.044, 0.030,
B4 DF AABTFL 0028 | 0.0001 0.406 0.86% 4 2 0.9508 |0.020, 0.013, 0.0088, 1.49 YES SLS-B4
0.0059
ECBC
PC fails; no points
AAB1JZ-AT RF AAG1JZ 0.008 0.0000 0.369 3.91% 2 0 0.9383 | 10000, 1000, 100, 10, 10 RF  |between 50 - 90%; SLs-P2
1.0,0.1,0.01, 0.001 :
ranae finder
0.200, 0.136, 0.093,
AAG1JZ-B2 DF AAB1JZ 0023 | 0.0001 0.595 8.49% 6 2 0.8811 |0.063,0.043, 0.029, 1.47 YES SLs-P8
0.020,0.013
0.136, 0.093, 0.063,
AAG1JZ-B3 DF AAB1JZ 0018 | 0.0001 0.494 0.43% 6 2 0.9020 |0.043, 0.029, 0.020, 1.47 YES SLS-P9
0.013. 0.009
0.136, 0.093, 0.063,
AAG1JZ-B4 DF AAB1JZ 0019 | 0.0001 0.549 0.68% 4 2 0.9658 |0.043, 0029, 0.020, 1.47 YES SLs-P12
0.013. 0.009
0.136, 0.093, 0.063,
AAG1JZ-B5 DF AAB1JZ 0022 | 0.0001 0.664 1.90% 6 1 0.9584 |0.043,0.029, 0.020, 1.47 YES SLS-P13
0.013. 0.009
FRAME
no points between 50 -
FAL.3T3.A1.NW.200603 RF AAGTNW 0.088 0.0003 0.699 5.16% 6 0 0.4g81 |10000.1000, 100,10, 1.0, 44 RF  |90%; low r2; range FAL.3T3.5L.52.A1.2006
0.1,0.01, 0.001 o 03
N 250, 1.16, 0.54, 0.25, no points between 50 - FAL.37T3.5LS.A2.27.06.
FAL.3T3.A2.NW.27.06.03 RF | AABINW NA NA 0519 0.16% 8 0 02194 |00 000 O a2 215 RE oo s o
2.50, 1.16, 0.54, 0.25, .
FAL.3T3.B1.NW.04.07.03 DF |  AABINW 0184 | 0.0006 0.503 2.71% 5 1 07952 |20 b O a2 215 NO  |PC fails; low r2 FAL.3T3.5LS.04.07.03
. 2.50, 1.16, 0.54, 0.25,
FAL.3T3.B2.NW.11.07.03 DF |  AABINW 0046 | 0.0001 0532 4.41% 6 2 08003 |20 b e a2 215 YES FAL.3T3.5LS.11.07.03
5.00, 2.33, 1.08, 0.50,
FAL.3T3.B3.NW.18.07.03 DF AABTNW 0127 0.0004 0.481 5.60% 5 2 08882 |0.234,0.109, 0.051, 215 YES FAL.3T3.5LS.18.07.03
(recalculated to fit bottom) 0.024
FAL.3T3.B5.NW.25.07.03 DF AABTNW 0.106 0.0003 0.397 3.23% 5 3 08500 |290.1-16,0.54,0.25, 215 YES FAL.3T3.5LS.25.07.03

0.12, 0.05, 0.025, 0.012




Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11

3T3 NRU Test Chemical Data

17 Mar 2006

E i t1.D. Assay ( IC/SOL) V’::iacllle zi:;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC

Ivs
A1 RF AABILA 4.02 0.016 0.496 4.40% 2 5 0.9647 (1)0006 11 06 2)63'11'3:0160 . 10 RF  |range finder SLS-A2

O 10.0, 7.14, 5.10, 3.64, . excessive variability within .
B1 DF AAGILA 426 0.017 0395 | 23.78% 3 1 06017 |0 T e T35 5 ode 14 NO  |%VCdiference> 15 | PXotosle vai@niy i, |sLs-B4
B2 DF AABTLA 458 0.018 0.463 1.04% 3 3 09765 | 100714 510,300 14 YES SLS-B6

. 10.0,7.14, 5.10, 3.64, plates read 15-16 hr late;
B3 DF AAB1LA 4.84 0.019 0.418 0.86% 3 3 0.9887 260 1.86. 1.33. 0.949 1.4 YES orignial reading used wrong SLS-B11

o e OD wavelength

B4 DF AABTLA 7.73 0.031 0.375 2.20% 1 2 08726 | 100714 510,300 14 YES SLS-B12
ECBC
AAGTHX-AT RF AABTHX 50.7 0.203 0.461 251% 2 1 09661 | J900 10010 LT 10 RF  |range finder pptin 2X C1 SLs-P8
AAGTHX-B1 DF AABTHX 86.3 0.346 0.604 0.57% 3 3 0.9913 120;"24162' %61' 140;'1 215 YES pptin 2X C1 SLS-P26

. 400, 272, 185, 126, 85.7,
AAG1HX-B2 DF AABTHX 81.7 0.327 0.668 3.02% 3 3 09623 |00 210 1.47 YES SLS-P28
AAGTHX-B3 DF AABTHX 80.2 0.321 0.447 5.54% 5 3 09336 |400,272, 185, 126,857, | 4 47 YES SLS-P29

58.3, 39.6, 27.0

FRAME

o, 1000, 100, 10, 1, 0.1, range finder; no points
FAL.3T3.LPA1.21.05.04 RF AAGILP 85.9 0.344 0.266 1.47% 2 0 05809 | o0 10010 oo 10 RF | ange i FAL.3T3.5LS.21.05.04
FAL.3T3.LP.B1.04.06.04 DF AAGILP 99.1 0.397 0415 9.90% 6 1 09314 | 190,080, 493,315,214, 4 47 YES FAL.3T3.5LS.04.06.04
FAL.3T3.LP.B2.17/06/04 DF AAGILP 204 0.816 0.492 0.27% 3 1 09641 |30 3023 157107, | 4 47 YES FAL.3T3.5LS.17.06.04

o 500, 340, 231, 157, 107, no points between 50 -
FAL.3T3.LP.B3.09.07.04 DF AAGILP 106 0425 0.408 0.31% 5 0 09552 | 500 S an'7 147 No  |hopa FAL.3T3.5L5.00.07.04

o 500, 340, 231, 157, 107, no points between 50 -
FAL.3T3.LP.B4.14.10.04 DF AAGILP 101 0.404 0.304 1.01% 3 0 09749 | 300 S ian7 1.47 No  |7opa FAL.3T3.5LS.14.10.04
FAL.3T3.LP.B5.15.10.04 DF AAGILP 138 0.552 0.303 7.50% 4 0 09352 | 1900080 493,315,214, 4 47 NO |70 boints between S0 o ier removed bySD FAL.3T3.SLS.15.10.04
FAL.3T3.LP.B6.21.10.04 DF AAG1LP NA NA 0.284 10.97% 7 0 0.0000 fgg' ‘1‘;3' ‘:’gg 282,233, 1.21 NO ’1‘80",,2'”'3 between 50 - FAL.3T3.5LS.21.10.04
FAL.3T3.LP.B7.28.10.04 DF AAGILP 91.8 0.368 0.211 3.94% 4 1 09658 |20, 200 TTL ML M7 | g2 YES FAL.3T3.5LS.28.10.04
FAL.3T3.LP.B8.04.11.04 DF AAGILP 979 0.392 0.329 247% 5 2 09464 |20, 200 TTL T M7 | 429 YES outlier removed bySD FAL.3T3.SLS.04.11.04
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Mean .
E i t1.D. Assay (IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC

Ivs

A1 RF AAB1GL 00873 | 0.0003 0.403 1.70% 5 1 09733 | 100D 100 10 LT 10 RF  |range finder SLS-A4
2.00, 1.11,0.617, 0.343,

B1 DF AAG1GL 0.101 0.0004 0.500 4.13% 6 2 0.9567 |0.191,0.106, 0.059, 18 YES SLS-B4
0.033
2.00, 1.11,0.617, 0.343,

B2 DF AAG1GL 0136 | 0.0005 0.363 2.02% 5 3 0.9053 |0.191, 0.106, 0.059, 18 YES outlier removed bySD SLS-B7
0.033
2.00, 1.11,0.617, 0.343,

B3 DF AAB1GL 0.0887 | 0.0003 0.444 0.43% 6 2 09577 |0.191,0.106, 0.059, 18 YES SLs-B8
0.033

ECBC

AABTKK-AT RF AABTKK 0.102 0.0004 0377 | 1052% 5 0 09586 | 19090.1000, 700, 10. 10 RF  |range finder SLS-P13
3.00, 1.40, 0.649,

AAGTKK-B1 DF AABTKK 0.11 0.0004 0.659 9.97% 5 3 0.9666 |0.302,0.140, 0.065, 215 YES SLS-P37
0.030, 0.014
3.00, 1.40, 0.649,

AAGTKK-B2 DF AABTKK 00767 | 0.0003 0412 3.79% 5 3 0.9698 |0.302,0.140, 0.065, 215 YES SLS-P40
0.030, 0.014
3.00, 1.40, 0.649,

AAGTKK-B3 DF AABTKK 0187 | 0.0007 0.553 9.02% 4 4 0.9535 |0.302,0.140, 0.065, 215 YES SLS-P41
0.030, 0.014

FRAME

FAL.3T3.PF.A1.10.09.04 RF AAG1PF 1.89 0.0067 0435 1.28% 4 2 0.9465 [1)010%0610%01100, 10,1, 10 RF  |range finder FAL.37T3.5LS.10.09.04

FAL.3T3.PF.B1.16.09.04 DF AABTPF 00796 | 0.0003 0334 6.16% 8 0 09819 |465 148,469, 149,47, 1 55 NO |10 points between 50 - FAL.3T3.5LS.16.09.04
1.5, 0.476, 0.151 100%
50.0, 15.9, 5.04, 1.60,

FAL.3T3.PF.B2.15.10.04 DF AAG1PF 112 0.0040 0333 0.40% 4 2 0.8800 |0.508, 0.161, 0.0512, 315 YES FAL.3T3.5LS.15.10.04
0.0162
50.0, 15.9, 5.04, 1.60, o oimts botweon 0.

FAL.3T3.PF.28.10.04 DF AAG1PF 0.00946 | 0.0000 0272 2.42% 8 0 09126 |0.508, 0.161, 0.0512, 315 NO |R0points betw outlier removed bySD FAL.3T3.5L5.28.10.04
0.0162
50.0, 15.9, 5.04, 1.60,

FAL.3T3.PF.B4.04.11.04 DF AAG1PF 0.221 0.0008 0.282 7.83% 5 2 0.9566 |0.508, 0.161, 0.0512, 315 YES FAL.3T3.5LS.04.11.04
0.0162
50.0, 15.9, 5.04, 1.60,

FAL.3T3.PF.B5.11.11.04 DF AAG1PF 0.601 0.0021 0.266 5.33% 4 2 09235 |0.508, 0.161, 0.0512, 315 YES outlier removed bySD FAL.3T3.5LS.10.11.04
0.0162

1-24
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
N 1000, 100, 10, 1, 0.1, . .
A1 RF AAG1FD 135 0.048 0.371 2.38% 2 1 09701 | 390D 190 10 i 10 RF |range finder pptin 2X C1-C2 and 1X C1-C2| SLS-A3
B1 DF AAB1FD 195 0.070 0.474 7.57% 4 2 0.9692 :gog, %2'554' 359516 234'7‘2; 16 YES pptin 2X C1 and 1X C1 SLs-B5
B2 DF AAB1FD 20.4 0.073 0.393 4.01% 4 4 0.9786 :gog, %2'554' 359516 234'7‘2; 16 YES pptin 2X C1-C4: pptin 1X C1 |SLS-B9
B3 DF AAB1FD 222 0.080 0338 1.43% 4 4 0.9749 :gog, %2'554' 359516 234'7‘2; 16 YES pptin 1X C1-C2 SLS-B10
ECBC
] . 1000, 100, 10, 1, 0.1, . pptin 2X C1 and 1X CT;
AABTIX-AT RF AAB1IX 127 0.458 0.245 7.41% 0 2 09266 |0 1000 oo 10 RF  |range finder P orthan wausl blak 0D | SLSP10
odd toxicity curve; .
AAG1JX-B1 DF AAB1IX NA NA 0643 4.39% NA NA NA  |300,204,139,944,64.2, 4 4o NO |couldn'taccurately ~ |lOXicity curve goes upatthe g o pyy
43.7,29.7,20.2 higher concentrations
calculate ICx values
odd toxicity curve; .
AAG1JX-B2 DF AAB1IX NA NA 0.551 4.45% N/A N/A NA  |300,204,139,944,64.2, 4 4o NO |couldn'taccurately ~ |lOXicity curve goes upatthe g o pyg
43.7,29.7,20.2 higher concentrations
calculate ICx values
a o, 60.0, 40.8, 27.8, 18.9, PC fails; no points .
AAG1JX-B3 DF AAB1IX NA NA 0.627 6.38% 0 8 NA D e aoe 400 1.47 NO  |PC fallsi no pou SLS-P60
- - 100, 68.0, 46.3, 31.5, !
AAG1JX-B4 DF AAB1IX 19.8 0.071 0.491 8.85% 5 3 08450 %% % 5o or 1.47 YES SLs-P63
100, 68.0, 46.3. 31.5 1X C1-C4 have small globules;
AAG1JX-B5 DF AAB1IX 277 0.099 0.442 3.39% 3 5 0.7470 ,68.0,463, 315, 1.47 YES highest conc. (C7, C8) less | SLS-P67
21.4,14.6,9.9,6.7 he
toxicity than C3-C6
100, 68.0, 46.3. 31.5 1X C1-C4 have small globules;
AAG1JX-B6 DF AAB1IX 22.9 0.082 0342 4.56% 4 3 0.9178 ,68.0,463, 315, 1.47 YES highest conc. (C7, C8) less | SLS-P69
21.4,14.6,9.9,6.7 he
toxicity than C3-C4
FRAME
. 1000, 100, 10, 1, 0.1, . .
FAL.3T3.MK.A1.21.05.04 RF AABTMK 104 0372 0.225 1.44% 1 1 07617 | 3000 100 10 iy 10 RF  |range finder pptin 1X C1-C2 FAL.3T3.5LS.21.05.04
FAL.3T3.MK.B1.04.06.04 DF AAGIMK 306 1.100 0429 | 4.08% 3 5 08027 |]1900,080. 493,315,214, 4 47 YES pptin 1X C1-C8 and 2X C1-C2| FAL.3T3.5LS.04.06.04
FAL.3T3.MK.B2.17.06.04 DF AABIMK 746 0.268 0.410 0.20% 5 3 09555 | 22001109 541, 22, 215 YES pptin 1X C1-C4 and 2X C1-C2| FAL.3T3.5LS.17.06.04
FAL.3T3.MK.B3.09.07.04 DF AABIMK 190 0.683 0.304 0.47% 4 4 09592 | 2000 939493, 207, 215 YES pptin 1X C1-C8 and 2X C1-C2| FAL.3T3.5LS.00.07.04
FAL.3T3.MK.B4.25.11.04 DF AABIMK 192 0.689 0.319 2.64% 3 5 0.9167 |2000. 930,433,201, 215 YES pptin 2X C1; pptin 1X C1-C3; | FAL.3T3.SLS.25.11.04

93.6, 43.5, 20.3, 9.42
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
Format 2| 0-50%"* |50-100 %°| PRISM)
oD? mean VC
vs
1000, 100, 10, 1. 0.1 VC1 Ods < VC2 ODs; VC1
A1 RF AAB1INP 8.66 0.039 0.341 83.42% 1 1 0.9677 0.01 ‘0 00'1 0’00'01' ’ 10 RF range finder removed from subsequent SLS-A3
R e analysis; volatility issues.
5, 70.0, 38.9, 21.6, 12.0,
B1 DF AABINP 16.9 0.076 0.347 8.46% 3 5 0.9602 6.67.3.70, 2.06. 1.14 1.8 YES SLS-B1
o, 70.0, 38.9, 21.6, 12.0,
B2 DF AABINP 17.3 0.078 0.321 0.23% 3 3 0.9593 6.67.3.70, 2.06. 1.14 1.8 YES SLS-B2
o, 70.0, 38.9, 21.6, 12.0,
B3 DF AABINP 20.7 0.093 0.366 4.92% 3 2 0.9733 6.67.3.70, 2.06. 1.14 1.8 YES SLS-B3
ECBC
1000, 100, 10, 1. 0.1 probable volatility problem;
AAB1PZ-A1 RF AAB1PZ NA NA 0.121 98.38% 3 0 NA ’ VEDSGNR 10 RF range finder VC1 <<< VC2; higher than SLS-P10
0.01, 0.001, 0.0001
usual blank OD
1000, 100, 10, 1, 0.1, N
AAB1PZ-A2 (sealer) RF AAB1PZ 13.7 0.062 0.473 4.53% 0 5 0.9461 0.01, 0.001, 0.0001 10 RF range finder SLS-P43
100, 46.5, 21.6, 10.1, .
AAB1PZ-B1 (sealer) DF AAB1PZ NA NA 0.242 11.12% 3 4 NA 4.68, 2.18, 1.01, 0.47 215 NO PC fails SLS-P50
100, 46.5, 21.6, 10.1, .
AAB1PZ-B2 (sealer) DF AAB1PZ NA NA 0.256 6.09% 4 4 NA 4.68, 2.18, 1.01, 0.47 215 NO PC fails SLS-P52
_ o 100, 46.5, 21.6, 10.1, |
AAB1PZ-B3 (sealer) DF AAB1PZ 121 0.055 0.503 12.85% 2 5 0.9711 4.68, 2.18, 1.01, 0.47 215 YES SLS-P54
g ® 100, 46.5, 21.6, 10.1, PC fails; % VC .
AAB1PZ-B4 (sealer) DF AAB1PZ NA NA 0.322 25.27% 2 5 NA 4.68, 2.18, 1.01, 0.47 215 NO difference > 15 SLS-P56
_ o 100, 46.5, 21.6, 10.1, |
AAB1PZ-B5 (sealer) DF AAB1PZ 5.90 0.027 0.298 7.56% 3 4 0.9166 4.68, 2.18, 1.01, 0.47 215 YES SLS-P58
AAB1PZ-B6 (sealer) DF AAG1PZ 1.1 0.050 0.421 3.01% 3 4 09466 |100,46.5 216,101, 215 NO  |PC fails SLS-P60
i ) ) ) ) 4.68, 2.18, 1.01, 0.47 i}
100, 46.5, 21.6, 10.1 C1 conc. seems to interact
AAB1PZ-B7 (sealer) DF AAB1PZ 1.5 0.052 0.347 2.26% 2 5 0.9275 518 401 (a7 215 YES with NR; toxicity curve going in | SLS-P62
4.68,2.18, 1.01, 0.47 I h H
opposite direction at this point
FRAME
range finder; % VC
0 1000, 100, 10, 1, 0.1, difference > 15; no -
FAL.3T3.HS.A1.21.05.04 RF AAB1THS 57.8 0.262 0.119 90.83% 2 0 0.1864 0.01, 0.001, 0.0001 10 RF points between 50 - volatility problem FAL.3T3.SLS.21.05.04
100%
FAL.3T3.HS.B1.04.06.04 DF AAG1HS 35.0 0.158 0.371 5.60% 3 3 0.9832 ;?i 6184%' 4;3931' 3;754' 1.47 YES FAL.3T3.SLS.04.06.04
FAL.3T3.HS.B2.18.06.04 DF AAG1HS 30.9 0.140 0.685 1.85% 3 4 0.9772 ;?i 6184%' 4;3931' 3;754' 1.47 YES FAL.3T3.SLS.18.06.04
FAL.3T3.HS.B3.08.07.04 DF AABTHS 325 0.147 0209 | 11.98% 2 2 0.9328 |100,680,463,315, 1.47 YES FAL.3T3.5L5.08.07.04

21.4,14.6,9.91,6.74




Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11

3T3 NRU Test Chemical Data

17 Mar 2006

Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
s
1000, 100, 10, 1. 0.1 the solvent controls treated
A1 RF AABTNX 276 1.242 0232 5.28% 1 1 01408 | 1900 100 10 1 o1 10 RF  |range finder with 1% DMSO instead of | SLS-A4
-01,0.001, 0. 0.5%
B1 DF AABTINX 135 0.607 0.369 9.08% 3 2 0.9536 3205'55252' 2394 11761'3 18 YES pptin 2X C1-C2 SLs-B5
B2 DF AABTNX 97.1 0437 0.338 6.11% 4 3 09853 | 2000 555 399, 171, 18 YES pptin 2X C1-C2 SLS-B9
B3 DF AABTNX 87.1 0.392 0.342 4.96% 5 3 0.9870 3205'55252' 2394 11761'3 18 YES pptin 2X C1-C3 SLS-B10
ECBC
AAB1GA-AT RF AAG1GA 15 1.086 0.230 6.44% 1 1 0.9260 [1)%010'01 gg'1 1 3'010'001' * 10 RF  |range finder SLS-P12
AAG1GA-B1 DF AAG1GA 19 0.536 0323 6.29% 4 4 09776 | 5000 930 433 207, 215 YES SLS-P32
AAG1GA-B2 DF AAG1GA 68.1 0.306 0.324 4.70% 5 3 09414 | 2000 932, 433 207, 215 YES SLS-P34
AAG1GA-B3 DF AAG1GA 69.5 0313 0.552 0.35% 5 3 09527 | 3000 930, 433 207, 215 YES SLS-P36
FRAME
FAL.3T3.KZ.A1.10.09.04 RF AABTKZ 148 0.666 0259 | 12.82% 1 2 o.7s507 | 1000, 100, 10, 1, 01, 10 RF i i
. .KZ.A1.10.09.! . . .82% R 0.01, 0.001, 0.0001 range finder pptin 2X C1 FAL.3T3.SLS.10.09.04
o, 1000, 465, 216, 101, outlier removed bySD; ppt in
FAL.3T3.KZ.B1.16.09.04 DF AABIKZ 176 0.791 0239 | 15.05% 3 3 o712 |00 o 2 ey 215 YES ol FAL.3T3.5LS.16.00.04
FAL.3T3.KZ.B2.15.10.04 DF AAGTKZ 160 0.720 0.244 1.62% 3 5 09759 | 100 495216 101, 215 YES outlier removed by SD FAL.3T3.5LS.15.10.04
FAL.3T3.KZ.B3.28.10.04 DF |  AA6IKZ 104 0469 | 0185 | 4.87% 3 3 09759 | 1000 495 216 101, 2.15 YES pptin 2X C1-C2 FAL.3T3.5LS.28.10.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment I.D. . ug/m i i L ationale tor e
o s Type' Chemical LD. | p 8.1 |IC50 (mM) C°\'I‘g°| VC from Points Points (from Dilutions  (ugimL)’ | Toste? Unacceptability Notes Positive Control 1.D.
B ve) 5| 0-50% |50-100%°| PRISM)®
orma oD? mean VC
Ivs
A1 RF AAGTMF 310 0.398 0.350 0.21% 1 1 0.9022 (1)[%)010';33'113'016001'1' 10 RF  |range finder pptin 2X C1andin 1XC1 | SLS-A3
pptin 1X C1-C3 & 2X C1; SD
removed C1 & C2 from PRISM
B1 DF AAGTMF 269 0.344 0.427 6.41% 1 3 0.8853 ;g(f' 45182' gﬁ' 204,120,) 47 YES to get Hill analysis; pptin 1X | SLS-B5
T e C1and C2 caused upswing in
the toxicity curve
B2 DF AABTMF NA NA 0.308 9.13% 0 3 NA - |290, 287, 178, 119,790, 15 NO |popointsbetveen 0=y in 1x ¢ SLS-B13
B3 DF AAGTMF NA NA NA NA NA NA NA NA NA NO  |PC fails SLs-B14
pptin 2X C1 and 1X C1-C2;
SD removed C1 & C2 from
B4 DF AAGTMF 365 0.467 0.296 2.70% 0 4 05436 ,15202554561'6329' 171,95, 18 YES PRISM analyses; no points left| SLS-B15
»29.4, 16 between 0-50% viability; SD
accepts test
pptin 2X C1; pptin 1X C1-C2;
o, 1000, 556, 309, 171, 95, no points between 0 - | SD ends testing of chemical; .
B5 DF AAGTMF 1500 1.925 0335 4.20% 0 4 0334z |00 956,53 18 NO |oP o e ot b |SLS-B16
reached
ECBC
- N 1000, 100, 10, 1, 0.1, . pptin 1X C1 and 2X CT; ]
AAG1PP-AT RF AAG1PP 123 0.157 0.238 3.43% 1 4 08888 |00 0000 060s 10 RF  |range finder P hor than wausl blak 0D | SLSP10
AAG1PP-B1 DF AAG1PP NA NA 0.344 6.81% 0 6 NA (200,272 195, 126,857 | 147 NO |n0points between 0 - f\{ﬁ?}'{;‘glg C1-C2inotlike 151 5 pgo
crystals in 1X C1-C2; not like
AAG1PP-B2 DF AAG1PP 475 0.609 0.463 6.42% 2 3 0.8877 |400,272, 185,126,857, | 4 47 YES NR crystals; C1 toxicity less | SLS-P42
58.3, 39.6, 27.0 s
pptin 2X C1; pptin 1X C1-C5
AAG1PP-B3 DF AAB1PP 204 0.261 0.452 4.45% 5 3 0.6366 Eg%gggf‘;& 315,214 447 YES (large chemical crystals in | SLS-P72
s wells);
AAG1PP-B4 DF AAG1PP 373 0478 0.452 10.52% 2 6 0.6692 Eg%gggf‘;& 315,214, 447 YES pptin 2X C1-C2; pptin 1X C1- | ) o b7y
FRAME
FAL.3T3.HN.A1.27/05/04 RF AABTHN 918 1176 0.381 7.78% 1 0 06117 | 1900 190,10 by 10 RF | ange fraer o poins | ootin 1 C1-C3 FAL.3T3.5LS.27/05/04
FALST3-HN B1.04/06104 DF AABTHN 873 1.118 0419 6.70% 1 2 08308 |12, 37 162.780.350) 545 YES oo 301 X o1 C3: diltion factor | £a| 373.51.5.04.06.04
can't determine which . .
FAL.3T3.HN.B2.18/06/04 RF AABTHN 387 0.496 0.451 4.84% NA NA 05399 120;"24162' %61' 140;' 215 NO |points are true toxicity |PPtin2X Cland pptin X C1-1pn 373 1 5 18.06.04
points
FAL.3T3.HN.B3.09/07/04 DF AABTHN 75000 | 97.141 0317 1.92% 0 6 0gat7 | 1500 598,325 157, 215 NO |p0points between 0 pptin 2X C1 and pptin X C1-1 ez 373 51.5.00.07.04
o, 2000, 930, 433, 201, no points between 0 - | pptin 2X C1-C2 and ppt in 1X
FAL.3T3.HN.B4.16/07/04 DF AABTHN NA NA 0.262 0.86% 0 4 R 215 NO |oPp AN FAL.3T3.5LS.16.07.04
problem with stimulation of
o, 500, 340, 231, 157, 107, no points between 0 - | NRU; toxicity increases then
FAL.3T3.HN.B5.17.09.04 DF AAGTHN NA NA 0.304 0.27% 0 4 NA 150 e 957 1.47 NO |oP B o s o | FAL.3T3.515.17.00.04
& 1C50 not reached
o, 1000, 680, 463, 315, 214, outlier removed by SD; ppt in
FAL.3T3.HN.B6.23.09.04 DF AABTHN 582 0.745 0.310 3.38% 2 2 o844 | 1000 080 I 1.47 YES R Y oy |FAL3T35LS.23.00.04
o, 1000, 680, 463, 315, 214, outlier removed bySD; ppt in
FAL.3T3.HN.B7.14.10.04 DF AABTHN 1220 1.568 0322 477% 1 7 04589 | 1000080 % 1.47 YES X G PR |FAL3T3SLS 14.10.04
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Mean .
E i t1.D. Assay (IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGTFN 6870 93.990 0.392 1.04% 1 5 07331 | 0P 1000, 190.10.1, 10 RF |range finder SLS-A5
20000, 13333, 8889,
B1 DF AAGTFN 5060 69.196 0.485 3.39% 4 4 09915 |5926, 3951, 2634, 1756, 15 YES SLS-B4
171
20000, 13333, 8889,
B2 DF AAGTFN 4940 67.621 0375 8.71% 4 4 0.9900 |5926, 3951, 2634, 1756, 15 YES SLS-B7
171
20000, 13333, 8889,
B3 DF AAGTFN 4700 64.281 0413 5.07% 4 4 09892 |5926, 3951, 2634, 1756, 15 YES SLs-B8
171
ECBC
AAGTMW-AT RF | AABIMW 6410 | 87717 | 0522 | 4.15% 1 2 ogta7 | 10D 1000, 100.10.1, 10 RF |range finder SLs-15
20000, 13605, 9255,
AAGTMW-B1 DF |  AABIMW 4750 65.025 0522 3.30% 4 4 0.9866 |6296, 4283, 2914, 1982, |  1.47 YES SLS-P42
1348
20000, 13605, 9255,
AAGTMW-B2 DF |  AABIMW 5680 77.639 0.697 1.26% 3 5 09610 |6296, 4283, 2914, 1982, |  1.47 YES SLS-P43
1348
20000, 13605, 9255,
AAGTMW-B3 DF |  AAGIMW 5600 76.574 0.616 0.92% 4 4 09830 |6296,4283, 2914, 1982, |  1.47 YES SLS-P45
1348
FRAME
o, 10000, 1000, 100, 10, range finder; no points
FAL.3T3.KF.A1.21.10.04 RF AAGTKF 8990 | 123050 | 0315 7.39% 1 0 030es |10 00 Voot 10 RF g e e o FAL.3T3.5L5.21.10.04
50000, 23256, 10817,
FAL.3T3.KF.B1.11.11.04 DF AAGTKF 5180 70.808 0276 | 14.58% 4 2 0.9649 [5031, 2340, 1088, 506, 215 YES FAL.3T3.5LS.10.11.04
236
5000 2326, 1082, 503 ppt in 2X C1; concentraton
FAL.3T3.KF.B2.18.11.04 DF AAGTKF 673 9.206 0305 | 26.13% 3 2 0.9507 , 2326, 1082, 503, 215 NO  |% VC difference >15 | range may be off by factor of | FAL.3T3.SLS.19.11.04
234, 109, 50.6, 23.5 !
10; C1 probably 50000
50000, 23256, 10817,
FAL.3T3.KF.B3.25.11.04 DF AAGTKF 6080 83.192 0.382 0.74% 2 3 0.9630 |5031, 2340, 1088, 506, 215 YES pptin 2X C1 FAL.3T3.5LS.25.11.04
236
50000, 23256, 10817,
FAL.3T3.KF.B4.26.11.04 DF AAGTKF 5190 70.971 0.381 9.84% 2 3 0.8958 |5031, 2340, 1088, 506, 215 YES pptin 2X C1 FAL.3T3.5L5.26.11.04
236
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC

Ivs
A1 RF AAG1GN 4.65 0.013 0.448 3.20% 2 4 o9gez | 100001000, 100.10.1, 10 RF  |range finder SLs-A3
B1 DF AAB1GN 383 0.011 0.485 2.39% 3 4 09675 | 10074 510,300 14 YES SLS-B4
B2 DF AAB1GN 6.04 0.017 0.353 0.24% 2 3 09379 | 100714 510,300 14 YES SLS-B7
B3 DF AAB1GN 6.31 0.017 0.442 3.25% 2 4 09544 | 100704 510,300 14 YES SLS-B8
ECBC
AABTKS-A1 RF AABTKS 5.48 0.015 0.301 6.79% 2 1 0.9864 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder SLS-P11
AAG1KS-B1 DF AABTKS 347 0.010 0518 5.60% 4 3 09823 |90 455,216,101, 215 YES SLS-P31

- . 100, 6.5, 21.6, 10.1, !
AABTKS-B2 DF AABTKS 3.26 0.009 0423 8.46% 4 3 0818 |, % 51 1or o7 215 YES SLs-P33

- . 100, 6.5, 21.6, 10.1, !
AAGTKS-B3 DF AABTKS 4.89 0.013 0.721 3.07% 5 3 o004 |, PR 210 215 YES SLS-P35
FRAME
FAL.3T3.NV.A1.21.05.04 RF AABTINV 9.05 0.025 0.484 4.80% 2 0 0.9320 [1)010%0610%01100, 10,1, 10 RF  |range finder FAL.3T3.SLS.21.05.04
FAL.3T3.NV.B1.04.06.04 DF AABTNV 76.7 0212 0468 | 11.19% 1 1 07598 |10, 680,465, 31.% 147 YES FAL.3T3.5LS.04.06.04

C8 % viability < 20; used
5, 100, 82.6, 68.3, 56.4, lowest dilution factor; pass
FAL.3T3.NV.B2.18.06.04 DF AABTNV 204 0.056 0.720 0.86% 8 0 00479 |,0% 00 0% Ts 1.21 YES e ag ot o o] FAL3T3.SLS.18.06.04
between 0-100%

FAL.3T3.NV.B3.08.07.04 DF AABTNV NA NA 0.370 461% 6 0 NA 200465 20.8.1010. 4T, 215 NO |70 beints between 50- FAL.3T3.SLS.08.07.04
FAL.3T3.NV.B4.16.07.04 DF AABTNV 1. 0.031 0.384 6.76% 2 1 08922 |00 318,709.32.10. | 316 YES FAL.3T3.5LS.16.07.04
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
o— 5| 0-50%* |50-100%° PRISM)
orma oD? mean VC
nvs
1000, 100, 10, 1. 0.1 the solvent controls were
A1 RF AAB1FC 95.1 0.346 0.255 12.80% 2 1 0.4754 0.01 ’0 00'1 0'00'01' ! 10 RF range finder treated with 1% DMSO, rather | SLS-A4
R than 0.5%;
o, 200, 125, 78.1, 48.8, ppt in 2X C1-C4; outlier
B1 DF AAB1FC 254 0.093 0.437 5.32% 5 3 0.9601 30.5,19.1, 11.9, 7.45 1.6 YES removed by SD SLS-B5
B2 DF AAB1FC 463 0.169 0.269 7.62% 3 4 0.9111 gg(’s‘ 112;3'17?'11é4$‘f;5 16 YES pptin 2X C1-C4 SLS-B13
B3 DF AAB1FC NA NA NA NA NA NA NA NA NA NO PC fails SLS-B14
200, 125, 78.1, 48.8, .
B4 DF AAB1FC 138 0.504 0.294 0.57% 1 7 0.9243 30.5,19.1, 11.9, 7.45 1.6 YES pptin 2X C1 SLS-B15
200, 125, 78.1, 48.8, .
B5 DF AAB1FC 31.8 0.116 0.259 11.99% 5 3 0.9540 30.5,19.1, 11.9, 7.45 1.6 YES pptin 2x C1-C4 SLS-B16
ECBC
1000, 100, 10, 1. 0.1 range finder; PC fails;
AABTNY-A1 RF AABINY NA NA 0.247 1.18% 0 6 NA 0.01 ’0 00'1 0'00'01' ! 10 RF no points between 0- pptin 2X C1-C2 SLS-P51
R 50%
AAGINY-B1 DF AABINY 155 0.564 0379 1.45% 3 4 09199 |30 233.708.503. 234, 515 YES pptin 2X C1-C4; pptin 1X C1- ) 5 pg7
: o, 500, 233, 108, 50.3, 23.4, no points between 0 - | small pieces of chemical in 1X .
AAB1NY-B2 DF AABINY NA NA 0.356 4.07% 0 8 NA 10.9,5.1.2.4 215 NO 50% c1-C4 SLS-P69
small globules in 1X C1-C5 &
: o 1000, 465, 216, 101, 2X C1-C3; SD removed C1 .
AAB1NY-B3 DF AABINY 54.6 0.199 0.398 0.71% 4 4 0.9654 46.8,21.8, 10.1, 4.71 215 YES from PRISM analysis; C1 SLS-P72
toxicity < C2
small globules in 1X C1-C6;
: o, 1000, 465, 216, 101, ppt in 2X C1-C5; SD removed .
AAB1NY-B4 DF AABINY 201 0.734 0.406 2.30% 1 7 0.8792 46.8,21.8, 101, 4.71 215 YES C1 & C2 from PRISM analysis: SLS-P74
C1 & C2 toxicity < C3
FRAME
1000, 100, 10, 1, 0.1, range finder; no points .
FAL.3T3.LC.A1.10.09.04 RF AAB1LC 1070 3.914 0.258 10.84% 0 3 0.3989 0.01, 0.001, 0.0001 10 RF between 0 - 50% pptin 1X C1 FAL.3T3.SLS.10.09.04
2500, 1163, 541, 252 outlier removed bySD; ppt in
FAL.3T3.LC.B1.16.09.04 DF AAB1LC 11200 40.793 0.254 2.23% 1 6 0.8311 17 ,'544 2'5 3 '11 8 ! 215 YES 1X C1 and 2X C1-C5; IC50 FAL.3T3.SLS.16.09.04
YT e out of synch with other IC50s
FAL.3T3.LC.B2.15.10.04 DF AABILC NA NA 0257 | 1.49% 0 8 04gto |2200,710% 541, 22, 2.15 NO |popointsbetween 0= pntin 1x C1-Ce; FAL.3T3.5LS.15.10.04
FAL.3T3.LC.B3.19.11.04 DF AABILC NA NA 0260 | 13.68% 0 6 0.6459 2500, 1163, 541, 252, 2.15 No  |nopointsbetween0- | pptin 1X C1-C6; pptin 2X C1- ) 37361 5 19.11.04

117,54.4,25.3, 11.8

50%
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Mean .
Experiment 1.D. P o omtetinm (ulglfr?L) TEED (D gz:i::lj 3:;.:;’:2:‘ Nl::mo:’net;d Nl:’mo:’:t;d (ffozm _— | Dilution | Acceptable Rationale for e e Geial 16
373 Cells Type! emicallD- | pecimal (i) V) VC from . . , | Diutions (ugmL)" | o\ 0 | egts? Unacceptability otes ositive Controf LD
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
VC1 Ods < VC2 ODs; VC1
O 100, 10, 1, 0.1, 0.01, . removed from subsequent g
A1 RF AAGTHZ 13 0.003 0366 | 49.45% 1 6 09673 | 001 %0001 0.00001 10 RF  |range finder e g 1x|SLS-A2
C1;volatility issues
o, 30.0, 16.7, 9.26, 5.14, ppt in 2X C1; outlier removed .
B1 DF AAGTHZ 535 0013| 0397 1.30% 3 5 05207 |00 1 O o so 18 YES £y S0 psto sosler SLS-B5
B2 DF AAGTHZ 136 0033 0.261 20.27% 3 3 09195 |30.0.27.8.75485T 18 NO  |%\VC difference > 15 | PPl N 2X ChveyhighOD g s o3
B3 DF AAGTHZ NA NA NA NA NA NA NA NA NA NO  |PC fails sLsB14
. 50.0, 27.8, 15.4,8.57, . ) ppt |p 2X C1-C2; low ODs in
B4 DF AAGTHZ 1.64 0004| 0302 | 42.20% 6 2 07300 |3%0.27.8.75485T 18 NO  |% VC difference > 15 |VC1; used VC2 value for SLS-B15
e e viability calculations
B5 DF AABTHZ 252 0.006| 0.256 3.03% 6 2 0.6745 i‘;g' 276'2' 154";'%5871'7 18 YES pptin 2X C1-C2 SLS-B16
. 50.0, 27.8, 15.4,8.57, - - !
B6 DF AAGTHZ 295 0007| 0256 | 14.77% 5 2 o762 |00 o i 18 YES pptin 2X C1-C2 sLs-B17
ECBC
AABTLG-A1 RF AABILG NA NA 0237 | 18.26% 2 2 NA (1)0006 11 06 2)63'11 '(?':Jdo . 10 RF[ponoe Eﬂ?:rinig 13'1'2; pptin 2X C1 SLS-P51
AAG1LG-B1 DF AAGILG NA NA 0383 | 2575% 5 2 NA (500,872,173, 8.9 215 NO  |% VC difference > 15 | pptin 2X C1 SLS-P55
AAG1LG-B2 (sealer) DF AAGILG NA NA 0.445 5.26% 7 1 NA (900,279,130, 808 215 NO  |PC fails pptin 2X C1 SLS-P56
AAG1LG-B3 (sealer) DF AABILG 4.15 0.010 0217 8.65% 3 5 0.9066 ?‘L‘g' 3)46(5)' g'gg' g‘[ﬁ' 215 YES SLS-P58
AAG1LG-B4 (sealer) DF AABILG 2.98 0.007 0319 | 13.07% 3 5 0.8831 ?‘L‘g' 3)46(5)' g'gg' g‘[ﬁ' 215 YES SLS-P63
AAB1LG-B5 (sealer) DF AABILG 8.68 0.021 0.338 457% 2 6 0.9264 ?‘L‘g' 3)46(5)' g'gg' g‘[ﬁ' 215 YES pptin 2X C1-C3 SLS-P64
FRAME
10.0,1.0,0.1, 0.01,
FAL.3T3.PW.A1.01/04/04 RF AABTPW 52500 | 128.974 | 0209 | 16.91% 0 2 03175 |0.001, 0.0001, 0.00001, 10 RF  |range finder possible volatiity problem | FAL.3T3.5LS.01/04/04
0.000001,
10.0, 4.65, 2.16, 1.01,
r;;';j;i:ﬁg 29/04/04 DF AABTPW 0.249 0.001 0.261 24.71% 2 5 04825 |0.468,0.218, 0.101, 215 NO  |%VC difference > 15  |NR crystals; high background |FAL.3T3.SLS.29/04/04
0.047
fs’;';jlz35:‘g"15)2'29’04’04 DF AABTPW 229 0.056 0.241 29.31% 2 6 0.3954 ?g'g' §43'°;5203';' 415'7' 147 NO  |%VC difference > 15  |possible volatility problem | FAL.3T3.SLS.07/05/04
FAL.3T3.PW.B2.20/05/04 DF AABTPW 327 0.080 0324 | 1051% 1 7 03827 |309:340,23 157, 147 YES FAL.3T3.5LS.20/05/04
FAL.3T3.PW.B3.27/05/04 DF AABTPW 6.47 0.016 0.444 1.54% 6 2 07075 |309:340,23.3 157, 1.47 YES FAL.3T3.5LS.27/05/04
FAL.3T3.PW.B4.17/06/04 DF AABTPW 1.2 0.028 0.396 5.49% 7 1 07541 |100,680,46.5, 315 1.47 YES FAL.3T3.5LS.17.06.04
FAL.3T3.PW.B5.24/06/04 DF AABTPW 104 0.026 0.408 5.45% 1 6 0.8455 | 100,465, 21.6,10.1, 215 YES FAL.3T3.5LS.24.06.04

4.68,2.18,1.01, 0.47
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
Al RF AAGILT 34.4 0.103 0.460 5.31% 0 2 0.9689 3)[2)010';33'113'86001'1' 10 RF  |range finder SLS-A2
B1 DF AABILT 61.8 0.185 0.429 3.46% 1 6 08ag2 |00 714,910,304 14 YES SLS-B1
100, 71.4. 51.0. 36.4 SMT accepts this test in spite
B2 DF AABILT 65.5 0.196 0413 3.71% 0 6 08365 |10% 714 910,304 14 YES of no points between 0-50%; | SLS-B2
T Em agreed to on 8/12/04
B3 DF AABILT 62.8 0.188 0.388 2.42% 2 6 08693 |00 714,910,304 14 YES SLs-B3
ECBC
AABTHW-A1 RF AABTHW 25.4 0.076 0.280 0.36% 2 1 0.9466 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder SLs-P5
. 100, 68.0, 46.3, 315,
AAGTHW-B1 DF AABTHW 58.5 0175 0.682 5.06% 1 6 08963 | ,0% % St 574 1.47 YES SLs-P23
. 100, 68.0, 46.3, 31.5,
AAGTHW-B2 DF AABTHW 46.8 0.140 0.582 3.32% 2 6 09135 | 0% 0% Sor B 7a 1.47 YES SLs-P27
. 100, 68.0, 46.3, 31.5,
AAGTHW-B3 DF AABTHW 493 0.148 0.440 2.56% 1 6 09306 | 0% 0% Sor 574 1.47 YES SLS-P29
FRAME
. 10000, 1000, 100, 10, 1, : . "
FAL.3T3.RK.A1.01/04/04 RF AAB1RK 37.2 0.112 0.361 17.45% 3 0 0.8041 01.0.01, 0.001 10 RF range finder possible volatility problem FAL.3T3.SLS.01/04/04
o 100, 46.5, 21.6, 10.1, no points between 50 -
FAL.3T3.RK.B1.29/04/04 DF AABTRK 794 0.238 0.349 251% 1 0 os283 | S0 D021 215 NO |fobo FAL.3T3.5LS.20/04/04
FAL.3T3.RK.B2.06/05/04 DF AABTRK 705 0211 0.341 4.84% 2 1 09573 |00, 826,683,504, 1.21 YES FAL.3T3.5LS.06/05/04
5, 200, 165, 137, 113, 93.3, lowest dilution factor used;
FAL.3T3.RK.B3.20/05/04 DF AABTRK 62.2 0.187 0.407 6.36% 1 0 osses | 200 1 1 1.21 YES Tl Seomnt i ot FAL.3T3.5LS.20/05/04
FAL.3T3.RK.B4.27/05/04 DF AABTRK 57.4 0.172 0490 | 12.09% 2 1 08531 | 100,826 68.3, 564, 1.21 YES FAL.3T3.5LS.27/05/04

46.7, 38.6, 31.9, 26.3
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type! Chemical I.D. Decimal IC50 (mM) VC from ( Dilutions  (ug/mL)’ Factor® Tests? Unacceptabili Notes Positive Control I.D.
yp! (VC) o4 o5 6
Format vee | 0-50%* | 50-100%°| PRISM)
oD? mean

vs

A2 RF AAB1FH NA NA 0416 0.36% 0 8 NA | 20000 1000 100101, 10 RF  |range finder SLS-A3
100000, 71429, 51020, VC1 ODs <VC2 ODs; VC1

B1 DF AAB1FH 12500 270.758 0.154 83.09% 4 1 0.9319 36443, 26031, 18593, 1.4 NO % VC difference > 15 | removed from subsequent SLS-B6
13281, 9486 analysis; volatility issues.

pptin 1X C1-C3; plates read

100000, 71429, 51020, . __ | 15-16 hr late; orignial reading

B2 DF AAB1FH 7140 155.089|  0.400 8.34% 4 0 0.9518 | 36443, 26031, 18593, 14 NO ’1‘80",,;"”'3 between 50~ | <o wrong OD wavelength; | SLS-B11
13281, 9486 ° outliers removed by SD; plate

sealer used

20000, 16667, 13889, 10 points between 50--

B3 DF AAB1FH 5200 112.871 0.388 2.54% 8 0 0.8605 | 11574, 9645, 8038, 6698, 1.2 NO 100p%l' w plate sealer used SLS-B12
5582 !
20000, 16667, 13889, late sealer used; outliers

B4 DF AAB1FH 6760 146.751 0.384 4.75% 6 2 0.8518 |11574, 9645, 8038, 6698, 1.2 YES P used; outl SLS-B13
5582 removed bySD

B5 DF AAG1FH NA NA NA NA NA NA NA NA NA NO PC fails SLS-B14
20000, 14286, 10204,

B6 DF AAB1FH 6070 131.699 0.458 1.89% 4 4 0.9316  |7289, 5206, 3719, 2656, 1.4 YES SLS-B15
1897
20000, 14286, 10204, late sealer used; outliers

B7 DF AAB1FH 6410 139.182 0.322 8.21% 4 3 0.9515 7289, 5206, 3719, 2656, 1.4 YES P used; outl SLS-B16
1897 removed by SD

ECBC

AAG1JU-A1 RF AAB1JU NA NA 0322 0.67% 0 2 NA | 10000.1000, 700, 10. 10 RF  |range finder no toxicity detected SLS-P6

_ ® 100000, 10000, 1000, . probable volatility problem; .

AAB1JU-A2 RF AAB1JU NA NA 0.193 57.54% 2 2 NA 100, 10. 10, 0.1, 0.01 10 RF range finder VC1 <<< VC2 SLS-P8
100000, 68027, 46277,

AAB1JU-B1(sealer) DF AAB1JU NA NA 0.134 49.27% 6 1 NA 31481, 21416, 14568, 1.47 NO % VC difference > 15 | volatility problem SLS-P37
9911, 6742
68027, 46277, 31481, 1o points between 50 -

AAB1JU-B2 (sealer) DF AAB1JU NA NA 0.255 10.33% 4 0 NA 21416, 14568, 9910, 1.47 NO 100‘),,/| w SLS-P39
6742, 4586 °
40000, 33058, 27321, 1o points between 50 -

AAB1JU-B3(sealer) DF AAB1JU NA NA 0.218 19.55% 8 0 NA 22579, 18660, 15422, 1.21 NO 100‘),,/| w SLS-P47
12745, 10533 °
30000, 24793, 20490, dilution factor is 1.21; no points

AAB1JU-B4 (sealer) DF AAG1JU NA NA 0.234 15.04% 7 0 NA 16934, 13995, 11566, 1.21 NO PC fails between 50-100%; test would |SLS-P50
9559, 7900 pass due to dilution factor
20000, 16529, 13660,

AAB1JU-B5 (sealer) DF AAB1JU NA NA 0.250 9.95% 7 1 NA 11289, 9330, 7711, 6373, 1.21 NO PC fails SLS-P52
5267
15000, 10204, 6942,

AAB1JU-B6 (sealer) DF AAB1JU 5400 117.107 0.556 6.34% 3 5 0.8953 4722, 3212, 2185, 1487, 1.47 NO PC fails SLS-P60
1011
15000, 10204, 6942,

AAB1JU-B7 (sealer) DF AAB1JU 6300 136.641 0.478 17.05% 3 5 0.9477 4722, 3212, 2185, 1487, 1.47 NO % VC difference > 15 SLS-P62
1011
15000, 10204, 6942,

AAB1JU-B8 (sealer) DF AAB1JU 4860 105.580 0.389 3.72% 3 5 0.9188 4722, 3212, 2185, 1487, 1.47 YES SLS-P64
1011
15000, 10204, 6942,

AAB1JU-B9 (sealer) DF AAB1JU 7310 158.702 0.416 6.29% 2 6 0.8826 (4722, 3212, 2185, 1487, 1.47 YES SLS-P66
1011
15000, 10204, 6942,

AAB1JU-B10 (sealer) DF AAB1JU 3910 84.836 0.393 5.15% 4 4 0.9316 4722, 3212, 2185, 1487, 1.47 YES SLS-P68
1011

FRAME

1-34
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Mean .
E i t1.D. Assay (IC/SOL) rehicle zlt'fi;l:t'l‘l‘:t pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
FAL.3T3.PC.A1.30/04/04 RF AAGIPC NA NA 0224 | 10.66% 0 1 00000 |00 1000, 100.10.1, 10 RF  |range finder FAL.3T3.5LS.30/04/04
50000, 34014, 23139, no points between 0 -
FAL.3T3.PC.B1.06/05/04 DF AAB1PC NA NA 0190 | 2631% 0 5 0.7166 |15741, 10708, 7284, 1.47 NO  |50%; %VC difference > FAL.3T3.5LS.06/05/04
4955, 3371 15
50000, 34014, 23139, %G diferonce > 16.
FAL.3T3.PC.B2.20/05/04 DF AAB1PC 14200 | 308732 | 0223 | 34.53% 3 3 0.8898 |15741, 10708, 7284, 1.47 No |nVCdi ; FAL.3T3.5LS.20/05/04
4955, 3371 volatility problem
50000, 34014, 23139, . ]
FAL.3T3.PC B2.27/05/04 DF AAB1PC 8300 | 180128 | 0412 | 19.58% 4 3 0.9538 |15741, 10708, 7284, 1.47 No |%VC difference > 15, FAL.3T3.5LS.27/05/04
should be B3 4955, 3371 volatility problem
50000, 34014, 23139, "o oimts botweon 0.
FAL.3T3.PC.B4.17/06/04 DF AAB1PC 44000 | 954073 | 0462 | 10.31% 0 0 09212 |15741, 10708, 7284, 1.47 NO |70 boints betw FAL.3T3.5LS.17.06.04
4955, 3371 °
50000, 34014, 23139,
FAL.3T3.PC.B5.24/06/04 DF AAB1PC 7110 | 154377 | o031 6.43% 6 2 09785 |15741, 10708, 7284, 1.47 YES FAL.3T3.5LS.24.06.04
4955, 3371
40000, 27211, 18511,
FAL.3T3.PC.B6.08.07.04 DF AAB1PC 9480 | 205865 | 0234 | 14.05% 4 4 08796 |12592, 8566, 5827, 3964,  1.47 YES FAL.3T3.5LS.08.07.04
2697
40000, 27211, 18511,
FAL.3T3.PC.B7.16.07.04 DF AAB1PC 8670 | 188184 | 0308 | 13.82% 4 4 0.9668 |12592, 8566, 5827, 3964,  1.47 YES FAL.3T3.5LS.16.07.04

2697
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Mean .
E i t1.D. Assay (IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
oD? mean VC
Ivs
A1 Preliminary RF AAGTHR 15700 | 252.899 | 0.430 9.87% 0 1 05803 | 300001000, 190101, 10 RF |range finder SLS-A1
100000, 56250, 31600,
B1 DF AAGTHR 27100 | 436534 | 0489 7.90% 2 2 0.9878  |17800, 10000, 5600, 1.78 YES SLS-B1
3160, 1770
100000, 56250, 31600,
B2 DF AAGTHR 22400 | 360.825 | 0.505 4.97% 2 3 0.9713  |17800, 10000, 5600, 1.78 YES SLs-B2
3160, 1770
100000, 56250, 31600,
B3 DF AAGTHR 28200 | 454253 | 0573 5.77% 2 5 0.9449  |17800, 10000, 5600, 1.78 YES SLs-B3
3160, 1770
ECBC
i?BC'BTs"b'°1 AABTLM- RF AABILM 13000 209.407 0.288 17.62% 0 3 0.05128 stzo%oblog%ouoo, 10.1, 10 RF range finder SLS-P1
No points between 10
T e02 RF | AAGILM 18000 | 289.948 | 0238 | 13.45% 0 3 07979 | 100001000, 190101, 49 RF  |and 50%; r2 <0.8; PC SLS-P3
R failed; range finder
100000, 68000, 46300, ) ]
ECBC-3T3-1b-03 DF |  AA6ILM 21200 | 341495 | 0408 | 1953% 3 2 0.9087 |31500, 21400, 14600, 147 No |YC difference > 15%: SLs-P4
AAG1LM-B1 PC failed
9910, 6740
100000, 68000, 46300,
ECBC-3T3-b-04 DF |  AAGILM 19200 | 309.278 | 0839 | 4.60% 3 3 0.9718 |31500, 21400, 14600, 147 YES SLs-P5
AAG1LM-B2
9910, 6740
100000, 68000, 46300,
ECBC-3T3-1b-05 DF |  AAGILM 16100 | 259.343 | 0445 | 8.06% 3 3 0.9290 |31500, 21400, 14600, 147 YES SLs-P7
AAG1LM-B3
9910, 6740
100000, 68000, 46300,
ECBC-3T3-1b-06 DF AAGILM 19900 | 320554 | 0.554 247% 3 3 0.9186 |31500, 21400, 14600, 1.47 YES SLS-P9
AAG1LM-B4
9910, 6740
ECBC.3T30.07 100000, 68000, 46300,
DF AAGILM 16500 | 265786 | 0.480 | 16.31% 3 3 0.9611 | 31500, 21400, 14600, 1.47 NO  |VC difference > 15% SLs-P12
AAG1LM-B5
9910, 6740
100000, 68000, 46300,
ECBC-3T3-1b-08 DF AAGILM 18100 | 201559 | 0.529 1.25% 3 3 0.9695 |31500, 21400, 14600, 1.47 YES SLS-P13
AAG1LM-B6
9910, 6740
FRAME
985, 98.5,9.9, 1.0, 0.1, . 1b3T3CRTFALSLS
A1 1b3T3RFOTFALPD RF AAG1PD NA NA 0527 | 11.89% 0 0 NA | oons 00010, 00001 RF  |range finder it
263510, 52702, 10540.4, .
A2 1b3T3RFO2FALPD RF AAG1PD 34800 | 560567 | 0.449 6.05% 1 0 09623 |2108.1,421.6,84.3, 16.9, NO  |nOPpoints between 50 1b3TSCRTFALSLS
o anad 100% 12/10/02
182500, 124150, 85460,
1b3T3DFO1FALPD DF AAG1PD 34200 | 550902 | 0.443 1.22% 2 3 0.9645 |57450, 39080, 26590, NO  |PC failed 1b3TSCRTFALSLS
12117102
18090, 12304
100000, 68027, 46277,
1b3T3DFO2FALPD DF AAG1PD 36500 | 587.951 | 0.612 12.90% 2 5 09340 |31481, 21416, 14568, YES NR crystals in plate 1?73/E§CRTFALSLS
9911, 6742
100000, 68027, 46277, NR crystals in plate;
1b3T3DFO3FALPD DF AAG1PD 40500 | 652.384 | 0.306 12.08% 1 4 0.8911 |31481, 21416, 14568, NO |stopped after 1 h; PC 1b3TSCRTFALSLS
: 1/8/03
9911, 6742 failed
85300, 58027, 39474,
1b3T3DFO4FALPD DF AAG1PD 27200 | 438144 | 0489 | 11.17% 2 5 09232 |26853, 18268, 12427, YES 1b3TSCRTFALSLS
1/14/03
8454, 5751
100000, 68100, 46100,
1b3T3DFOSFALPD DF AAG1PD 41700 | 671714 | 0463 6.48% 1 5 0.9483 |31500, 21400, 14600, NO  |PC failed 1b3TSCRTFALSLS
1/15/03
9900, 6700
100000, 68027, 46277,
1b3T3DFOSFALPD DF AAG1PD 23600 | 380155 | 0557 | 13.34% 4 3 08834 |31481, 21416, 14568, YES 1b3TSCRTFALSLS
9911, 6742 1/21/03
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Mean .
E i t1.D. Assay (ICISOL) rehicle 3’2;?:’::2?: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) ve) VC from . . (¢ . Dilutions  (ug/mL)’ Factor® Tests® Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
100000, 68100, 46100,
1b3T3DFO7FALPD DF AAG1PD 39300 | 633054 | 0.281 12.56% 2 3 0.8509 |31500, 21400, 14600, YES D ISRTFALSLS

9900, 6700
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
N 1000, 100, 10, 1, 0.1, . .
A1 RF AABTHY 153 0.044 0.359 2.00% 2 6 09682 |0 100 O oh 10 RF |range finder pptin 2X C1-C2 and 1X C1-C2|SLS-A1
B1 DF AABTHY 177 0.051 0.454 5.40% 4 4 09881 |15 025,391, 244 16 YES pptin 2X C1-C3; pptin X C1-| ) o g5
B2 DF AABTHY 18.1 0.05 0.362 1.43% 4 3 09827 |120,025, 390, 244 16 YES ppLin 2X C1-C4; pptin X C1-| ) o gg
B3 DF AABTHY 14.4 0.04 0.371 0.16% 5 3 09g4s |15 025,391, 244 16 YES pptin 2X C1-C4; pptin X C1- g1 s.B10
ECBC
N 1000, 100,10, 1, 0.1, . )
AAG1LI-AT RF AAGILJ 205 0.084 0.290 2.90% 2 2 08956 |0 10010 O 10 RF  |range finder pptin 2X C1-C2 and 1X C1-C2| SLS-P2
slope & IC50 similar for B1,
AABTLJ-BA DF AAGILJ 20.3 0.058 0316 1.48% 6 2 0.9404 ;g(’{ 1512:96‘13;‘ '941‘02'1 147 YES Sgp:gftfiep:‘fsng;;‘m o |SLSP6
C1-C3; ppt in 1X C1-C3
slope & IC50 similar for B1,
" o, 60.0, 40.8, 27.8, 18.9, B2, and B3; ppt does not .
AAG1LJ-B2 DF AAGILJ 223 0.064 0.254 6.77% 3 4 08379 |00 0 4 1 1.47 YES S v o oot 2 | SLS-PT
C1-C3
slope & IC50 similar for B1,
AAG1LJ-B3 DF AAG1LY 25.1 0.072 0471 3.22% 2 5 0.9274 ?g'g' 307'2' ggg' 180'2' 147 YES B2, and B3; ppt does not SLsS-16
o T e appear to be a factor
FRAME
o 1000, 100, 10, 1, 0.1, . well B7 outlier; no cells; not
FAL.3T3.PT.A1.080104 RF AABTPT 142 0.405 0.407 9.41% 1 4 osse | o0 1000 o 10 RF  |range finder reoves by ob FAL.3T3.5LS.080104
FAL3T3.PT.A2.15-01-04 DF AAB1IPT 547 0.157 0.386 2.12% 5 3 0.9203 lgoso,zefg, ‘1'351' 216,100,) 545 NO  |PC fails; g‘;‘ in 1X C1-C5; pptin 2X C1- | 0| 373 51 5 15/01/04
FAL3T3.PT.B1.22-01-04 DF AABTPT 59.7 0.171 0310 1.66% 5 3 08978 | 1000 080 465,216,100, 545 YES pptin 1X C1-C6 and 2X C1-C5| FAL.3T3.5LS.22/01/04
FAL3T3.PT.B2.29-01-04 DF AAB1PT 69.0 0.198 0.362 7.84% 3 2 0.9594 ‘158% 253? ;(LB' 503,234 545 YES gﬂ‘ in 1X C1-C2; pptin 2X C1- | £ 373 51 '5.29-01-04
500, 233, 108, 50.3, 23.4, - problem with reservoir liners;
FAL3T3.PT.B3.05.02.04 DF AABTPT 216 0.062 0.259 4.89% 4 1 00415 | 200 % 0 215 NO  |PCfails; X e Cn e o C1c4 | FAL3T3.SLS.5/02/04
FAL3T3.PT.B4.25-02-04 DF AABTPT 208 0.085 0523 3.33% 4 2 09173 |30%,233.708.503. 234 515 YES pptin 1X C1-C3 & 2X C1-C2 | FAL3T3.5LS.25.02.04
FAL3T3.PT.5.17.03.04 DF AAGTPT 10.9 0.031 0238 | 1023% 3 3 08792 |30%233.708.503. 234, 515 YES pptin 1X C1-C4 & 2X C1-C4 | FAL.3T3.SLS.17/03/04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
ZpanmeniiLLs i ug/m Control Points Points from fra EULREID T iti
3T3 Cells Type' Chemical I.D. Decimal 1C50 (mM) VC from ( Dilutions  (ug/mL)’ Factor® Tests® Unacceptabili Notes Positive Control I.D.
yp! (VC) 4 5 6
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAG1RE NA NA 0.403 3.68% 0 4 NA |00 O T 10 RF |range finder SLS-A4
5000, 3846, 2059, 2276, 0 oS batween 0-
B1 DF AAG1RE 13300 | 38.322 0.557 0.22% 0 8 04182 |2276, 1751, 1347, 1036, 13 NO |n0points betw SLS-B6
797
plates read 15-16 hr late;
o, 10000, 7692, 5917, 4552, orignial reading used wrong .
B2 DF AAG1RE 7830 22,618 0.457 1.39% 1 7 09831 | 30000 L e, Ta0a 13 YES O wavelonath: ey 1. [sLs-B1
c3
ppt in 2X C1-C4; outlier
o, 10000, 7692, 5917, 4552, removed bySD because well .
B3 DF AAG1RE 6840 19.745 0.340 7.57% 2 6 00288 | 10000 L o a0 13 YES i ratee 80 i af orowth | SLSB12
medium during refeeding
B4 DF AAG1RE NA NA NA NA NA NA NA NA NA NO  |PC fails SLS-B14
B5 DF AAG1RE 8300 23.958 0413 2.36% 1 7 0.8974 ;gg?o,zgggz,zg%ﬁggiz, 13 YES pptin 2X C1-C3 SLS-B15
ECBC
AAG1FR-AT RF AAGTFR NA NA 0472 0.90% 0 7 NA | OO0 O T 10 RF  |range finder SLs-P14
g 5, 5000, 4132, 3415, 2822, no points between 0 - .
AAG1FR-B1 DF AAGTFR NA NA 0.385 3.16% 0 8 NA | fovs. 50s. satr 1.21 No |pop SLS-P47
AAG1FR-B2 DF AABTFR 9020 26.028 0.430 3.16% 1 7 0.8611 ;?220'1223353‘1522'7314& 147 YES pptin 2X C1 SLS-P65
20000, 13605, 9255,
AAG1FR-B3 DF AAGTFR 7820 22,566 0436 1.89% 2 5 09515 |6296, 4283, 2914, 1982, |  1.47 YES pptin 2X C1-C4; pptin 1X C1 |SLS-P67
1348
20000, 13605, 9255,
AAG1FR-B4 DF AAGTFR 7240 20.914 0.356 2.99% 3 4 0.9605 |6296,4283, 2914, 1982, |  1.47 YES pptin 2X C1-C4 SLS-P69
1348
FRAME
o, 1000, 100, 10, 1, 0.1, range finder; no points
FAL.3T3.GY.A1.10.09.04 RF AABIGY 783 0.226 0.293 5.52% 2 0 09008 |90 180 0 o 10 RF  |[ange Inders no oo FAL.3T3.5LS.10.09.04
1000, 465, 216, 101 no points between 0 - FAL.3T3.SLS.16.09.04
FAL.3T3.GY.B1.16.09.04 DF AABIGY NA NA 0317 | 23.98% 0 0 00000 | 3000 495 216 101, 215 NO  |100%; %VC difference addendum lists
e >15 incorrect PC
FAL.3T3.GY.B2.15.10.04 DF AABIGY NA NA 0286 | 4.02% 0 4 00000 | 300 3301, 2312 0574 | 147 NO |D0points between 0o ier removed by SD FAL.3T3.5LS.15.10.04
o 5000, 3401, 2314, 1574, no points between 0 -
FAL.3T3.GY.B3.25.11.04 DF AABIGY NA NA 0342 6.74% 0 2 00000 | 2000 T e sy 1.47 No |poP FAL.3T3.5LS.25.11.04
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Mean .
1cs50 Vehicle leference Number of | Number of R2 .
Experiment 1.D. Assay . (ug/mL) Control | ©f right/left] =5 & o Points o - Dilution | Acceptable Rationale for "
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AABTNN 80.5 0.371 0.204 7.00% 2 6 0.9499 (1)[%)010'0133'113'016001'1' 10 RF  |range finder pptin 2X C1 SLS-A5
B1 DF AABTNN 139 0.640 0374 6.19% 3 5 09421 |90, 33195 122,763, | 4 YES SLS-B6
B2 DF AABTNN 19 0548 0.263 2.36% 4 4 0.9536 ‘5‘307' 321935“132'6122' 763, 16 YES outliers removed bySD SLS-B13
B3 DF AAGTNN NA NA NA NA NA NA NA NA NA NO  |PC fails sLsB14
B4 DF AABTNN 122 0.561 0.350 9.49% 4 4 09580 |39% 33195 122,763, 46 YES SLS-B15
B5 DF AABTNN 121 0.558 0.339 0.00% 4 4 09484 |00, 33195 122,763, 4 YES SLS-B17
ECBC
AAG1FE-A1 RF AAG1FE 256 1177 0.486 2.55% 1 7 0.9256 3)[2)010'0133'113'86001'1' 10 RF  |range finder SLS-16
AAG1FE-B1 DF AAG1FE 160 0.736 0.605 10.75% 5 3 0.9842 Eg%gggf‘;& 315,214, 447 YES pptin 2X C1-C2; appear oily |SLS-P44
AAG1FE-B2 DF AAB1FE 174 0.800 0575 4.13% 5 3 0.9784 Eg%gggf‘;& 315,214, 447 YES pptin 2X C1-C2; appear oily |SLS-P46
AAG1FE-B3 DF AAGTFE 167 0.767 0.256 3.42% 5 3 09456 | 1900,080, 463,315,214, 4 47 YES SLS-P48
FRAME
N 1000, 100, 10, 1.0, 0.1, . .

FAL.3T3.KY.A1.21.10.04 RF AABTKY 508 2339 0.227 5.39% 1 1 08073 | 390D 190 10 0 10 RF  |range finder pptin 2X C1 FAL.3T3.5L5.21.10.04
FAL.3T3.KY.B1.11.11.04 DF AABTKY 303 1.396 0.268 4.20% 3 5 09424 | 1900080, 463,315,214, 4 47 YES pptin 2X C1 FAL.3T3.SLS.10.11.04
FAL.3T3.KY.B2.19.11.04 DF AABTKY 262 1.208 0.207 3.18% 2 5 09086 | 190,080 493,315,214, 4 47 YES pptin 2X C1 FAL.3T3.SLS.19.11.04
FAL.3T3.KY.B3.25.11.04 DF AABTKY 288 1.327 0350 | 10.56% 2 5 07829 |]900,080. 493,315,214, 4 47 YES FAL.3T3.SLS.25.11.04

1-40
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Mean .
Experiment 1.D. sy [r— (ulglfr?L) c gz:i::lj 3:;.::'2:‘ Nl::n;:’net;d Nl:’n;:’rssd (ffozm _— | Dilution | Acceptable Rationale for —
373 Cells Type' hemical I.D. Decimal IC50 (mM) o) VC from e . . Dilutions  (ug/mL) Factor® Tests? Unacceptability Notes Positive Control I.D.
e moanvCe | 0-50%" |50-100%° PRISM)
op?
GLYCEROL
Ivs
A1 RF AAB1JF NA NA 0402 | 3.00% 0 4 05520 |10 1000, 100.10.1, 10 RF |range finder SLS-A1
100000, 71429, 51020,
B1 DF AAB1JF 38200 | 41475 0.453 1.93% 3 5 0.9665 |36443, 26031, 18593, 14 YES SLS-B6
13281, 9486
100000, 71429, 51020, plates read 15-16 hr late;
B2 DF AAB1JF 28800 | 313475 | 0.460 1.18% 4 4 0.9609 |36443, 26031, 18593, 14 YES orignial reading used wrong | SLS-B11
13281, 9486 OD wavelength
100000, 71429, 51020,
B3 DF AAB1JF 16500 | 178.973 | 0.302 5.33% 4 2 09540 |36443, 26031, 18593, 14 YES outlier removed bySD SLS-B12
13281, 9486
ECBC
AAGTHG-AT RF AAGTHG 31800 | 344.975 | 0.345 4.28% 0 4 03823 | 10000 1000, 10010, 1. 10 RF  |range finder SLs-P1
AABTHG-A2 RF |  AAGIHG 1870 | 20314 | 0446 | 559% 1 2 09208 | 10090 1000, 10010, 1. 10 RF |range finder SLS-P3
100000, 68027, 46277,
AAGTHG-B1 DF AAGTHG 23400 | 254.558 | 0471 0.04% 4 4 09245 |31481, 21416, 14568, 1.47 YES SLS-P17
9911, 6742
100000, 68027, 46277,
AAG1HG-B2 DF AAGTHG 18800 | 204544 | 0.434 1.94% 4 3 09732 |31481, 21416, 14568, 1.47 YES SLS-P23
9911, 6742
100000, 68027, 46277,
AAG1HG-B3 DF AAGTHG 11600 | 125831 | 0.341 18.42% 6 2 09815 |31481, 21416, 14568, 1.47 NO  |%VC difference > 15 SLS-P30
9911, 6742
68027, 46277, 31481,
AAG1HG-B4 DF AAGTHG 17800 | 193102 | 0.642 0.19% 4 4 0.9798 |21416, 14568, 9910, 1.47 YES SLS-P36
6742, 4586
FRAME
FAL.3T3.RA.A1.08/01/04 RF AAGIRA NA NA 0777 | 13.65% 0 8 NA sacf%%log%ouoo, 10.1, 10 RF :‘:nzg”f‘ifd’:‘wee” 0-803/ straight line; no toxicity FAL.3T3.5LS.080104
100000, 31646, 10014,
FAL3T3.RAA2.15-01-04 DF AAGTRA 11400 | 123819 | 0717 1.03% 2 6 06816 |3169, 1003, 317, 100, 3.16 NO  |PCfails; FAL.3T3.5LS.15/01/04
31.8
100000, 31646, 10014,
FAL3T3.RA.B1.22-01-04 DF AAGTRA 5710 62.057 0.447 3.38% 3 5 0.9498 |3169, 1003, 317, 100, 3.16 YES FAL.3T3.5LS.22/01/04
31.8
little variation in curve; no
100000, 68027, 46277, acidity at C1; morpholog. score
FAL3T3.RA.B2.29-01-04 DF AAG1RA 71800 | 779.449 | 0481 1.42% 1 7 09674 |31481, 21416, 14568, 1.47 YES didn't match NRU which was | FAL3T3.5LS.29-01-04
9911, 6742 lower than expected; affect
lysosomes?
100000, 68027, 46277,
FAL3T3.RA.B3.05.02-04 DF AAGTRA 18900 | 205.016 | 0.370 3.33% 4 4 0.8908 |31481, 21416, 14568, 1.47 NO  |PCfails; problem with reservoir liners | FAL.3T3.SLS.5/02/04
9911, 6742
100000, 68027, 46277,
FAL3T3.RA.B4.25-02-04 DF AAGTRA 49200 | 534303 | 0513 2.62% 2 3 09772 |31481, 21416, 14568, 1.47 YES FAL3T3.5LS.25.02.04
9911, 6742
100000, 68027, 46277,
FAL3T3.RA.B5.17-03-04 DF AAGTRA 28800 | 313475 | 0438 7.92% 4 4 09627 |31481, 21416, 14568, 1.47 YES FAL.3T3.5LS.17/03/04

9911, 6742

1-41
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
3T3 Cells Type' Chemical I.D. Decimal 1C50 (mM) (VC) VC from . . ( . Dilutions  (ug/mL)’ Factor® Tests® Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
100, 10, 1. 0.1, 0.01 the solvent controls were
A1 RF AABILW 7.60 0.020 0.290 0.23% 0 1 04600 |20 1% 10 00 10 RF  |range finder treated with 1% DMSO, rather |SLS-A4
: e P than 0.5%.; pptin 1X C1-C2
B1 DF AABILW 5.98 0.016 0.399 1.50% 3 5 09242 | 10.0.7.9. 592,455 13 YES SLS-B5
B2 DF AABTLW 5.69 0.015 0318 4.32% 4 4 093s0 |20,9143.702.7.25. 14 YES SLS-B13
B3 DF AAGILW NA NA NA NA NA NA NA NA NA NO  |PC fails SLs-B14
. 200, 14.3, 10.2, 7.29,
B4 DF AABILW 473 0.013 0.358 6.35% 3 4 09252 |20,9:143.702.7.29 14 YES SLs-B15
ECBC
N 100, 10, 1, 0.1, 0.01, . )
AAB1IC-AL RF AAB1JC 345 0.009 0.346 9.78% 2 5 093z |00 1% 10 00 10 RF  |range finder pptin 2X C1 and 1X C1 SLs-P14
AAG1JC-B1 DF AAB1JC 5.01 0.013 0.454 8.40% 3 4 09612 |30,9.79.6.9.26,8.90 147 YES SLS-P38
AAG1JC-B2 DF AAB1JC 4.89 0.013 0320 | 12.12% 4 4 0sa7s |09 79.6.926,8.90. 147 YES SLS-P39
] N 200, 13.6, 9.26, 6.30, ]
AAG1JC-B3 DF AAB1JC 6.07 0.016 0433 1.12% 2 5 09620 |30 0 2 e e 1.47 YES SLS-P42
FRAME
o 100, 10, 1.0, 0.1, 0.01, range finder; no points .
FAL.3T3.PM.A1.10.09.04 RF AAGTPM NA NA 0373 3.11% 0 1 00000 |0 10 B 0 00001 10 RF |fange finder; nop pptin 1X C1 FAL.3T3.5LS.10.09.04
FAL.3T3.PM.B1.16.09.04 DF AAGTPM NA NA 0.269 3.91% 0 0 00000 |30, 70110787535, 4 47 NO |nobointsbetween S0+ 1yt in ox ¢ FAL.3T3.SLS.16.09.04
o 25.0,11.6,5.4,25,1.2, no points between 50 - .
FAL.3T3.PM.B2.23.09.04 DF AAGTPM 10.1 0.027 0.199 6.98% 1 0 ostes |20 N 0 o e 215 No  |7ope pptin 2X C1 FAL.3T3.5LS.23.00.04
FAL.3T3.PM.B3.14.10.04 DF AAG1PM 8.75 0.023 0.232 1.04% 2 2 09504 |25,9.77.0.718. 780, 147 YES pptin 2X C1 FAL.3T3.5LS.14.10.04
FAL.3T3.PM.B4.21.10.04 DF AAGTPM 7.60 0.020 0.251 12.27% 3 1 09286 |25,9.77.0.718 780 147 YES pptin 2X C1 FAL.3T3.5LS.21.10.04
FAL.3T3.PM.B5.04.11.04 DF AAG1PM 7.63 0.020 0190 | 12.15% 3 3 09797 |250.17.0,116,7.87, 1.47 YES outlier removed bySD FAL.3T3.SLS.04.11.04

5.35, 3.64, 2.48, 1.69

1-42
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AABTIN 321 0.008 0.353 1.04% 1 2 09799 | 1000 100 10 L 10 RF |range finder pptin 2X C1 SLS-A1
B1 DF AABTIN 2.90 0.01 0.440 0.93% 5 3 0952 |30.0.125. 781,488 16 YES SLS-B5
B2 DF AABTIN 339 0.01 0.367 0.61% 4 4 09595 |30.0.125. 781,488 16 YES SLS-B9
B3 DF AABTIN 2.88 0.01 0.341 3.03% 5 3 09ges |30,0 125781488 16 YES SLS-B10
ECBC
AAGTND-A1 RF AAGTND 947 0.023 0.320 9.12% 2 2 0.9700 (1)00010'0183'11 00' gbgf' 10 RF  |range finder pptin 2XC1-C2and pptin 1X |g) g py
. 100, 6.5, 21.6, 10.1,
AAG1ND-B1 DF AAGIND 7.81 0.019 0.293 3.27% 3 3 0953 |00 Do 2N 215 YES SLs-P18
. 100, 46.5, 21.6, 10.1,
AAG1ND-B2 DF AAGIND 3.70 0.009 0426 9.89% 3 3 ose7s | o0 D A 215 YES SLS-P20
. 100, 46.5, 21.6, 10.1,
AAG1ND-B3 DF AAGIND 3.56 0.009 0.371 3.77% 5 3 osse2 | S0 D021 215 YES SLS-P21
FRAME
did'nt dissolve properly; top 2
conc. prepared from stock &
o, 1000, 100, 10, 1, 0.1, . C2 from C1. C3 prepared by
FAL.3T3.HB.A1.09/01/04 RF AAGTHB 9.80 0.024 0.387 8.80% 1 4 09858 |0 00 "0 6o 10 RF  |range finder e ek o Ca oy |FALST3.SLS.00/01/04
the respective C3-7 (from SD);
ppt at 100 ug/mL.
s 100, 47.0, 22.0, 10.0,
FAL.3T3.HB.B1.16.01.04 DF AAGT HB 7.35 0.018 0.558 6.11% 4 3 osess |02 215 YES FAL.3T3.5LS.16/01/04
. 100, 46.5, 21.6, 10.1,
FAL.3T3.HB.B2.23.01.04 DF AABTHB 459 0.011 0.393 557% 3 3 ossas |00 D02 215 YES FAL3T3.23-01-04
o, 100, 47.0, 22.0, 10.0, SD rejects this serious NR crystal problem;
FAL.3T3.HB.B3.30.01.04 DF AABTHB NA NA 0264 | 12.04% 2 6 NA | D i o o 215 NO | oo D e et oo | FAL3T3 SLS 29/01/04
100, 47.0, 22.0. 10.0 possible NR crystals present;
FAL.3T3.HB.B4.06-02-04 DF AAGTHB 410 0.010 0.455 3.82% 5 3 09631 |00 470,220,100, 215 YES blanks slightly higher than | FAL.3T3.5LS.06/02/04
.68, 2.18, 1.01, 0. usual
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AABTFW 1710 18.940 0.443 13.41% 1 2 0.8766 [1)010%0610%01100, 10,1, 10 RF  |range finder SLS-A2
B1 DF AABTFW 3020 33.525 0.447 0.32% 1 2 0.9050 13%0'12?375‘7‘34‘;55963' 15 YES plate sealer used SLs-B4
o, 10000, 6667, 4444, 2963, no points between 0- .
B2 DF AABTFW 3210 35.504 0.371 3.03% 0 5 08595 | 100, T e e 15 NO |RoP SLS-B7
o 10000, 6667, 4444, 2963, no points between 0- .
B3 DF AABTFW 2770 30.787 0422 6.41% 0 5 09166 | 1000 T e e 15 NO |RoP SLs-B8
5000, 4167, plates read 15-16 hr late;
B4 DF AABTFW 2840 31577 0.494 1.43% 2 5 0.8914 |3472.2894,2411, 2009, 12 YES orignial reading used wrong | SLS-B11
1674, 1395 OD wavelength
5000, 4167,
B5 DF AABTFW 2510 27.821 0.349 3.18% 2 5 08772 |3472,2894,2411, 2009, 12 YES outliers removed bySD SLS-B12
1674, 1395
ECBC
AABTNL-AT RF AABINL 1890 20.959 0.260 14.18% 1 1 0.8301 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder pptin 1X C1 SLs-P5
} . 10000, 6803, 4628, 3148, y
AAGINL-B1 DF AAGINL 2630 29.199 0.587 477% 3 5 00427 |0 O s a7 1.47 YES SLS-P26
} . 10000, 6803, 4628, 3148, y
AAGINL-B2 DF AAGINL 2940 32.687 0.526 1.28% 3 5 00483 |50 e e a7 1.47 YES SLs-P27
} . 10000, 6803, 4628, 3148, y
AAGINL-B3 DF AAGINL 3260 36.172 0.441 1.38% 3 4 09660 |50 s a7 1.47 YES SLS-P29
FRAME
FAL.3T3.JTA1.01/04/04 RF AAGTIT 5750 63.881 0.314 3.27% 1 0 07232 |10 1000, 100.10.1, 10 RF  |range finder FAL.3T3.5LS.01/04/04
FAL.3T3.JT.B1.20/04/04 DF AAG1JT 3000 33.294 0315 0.03% 2 2 0.9638 lggogagefgaz‘lﬁ, 1006, 515 YES NR crystals; high background | FAL.3T3.SLS.20/04/04
FAL.3T3.JT.B2.07/05/04 DF AAG1JT 3590 39.845 0.361 17.30% 4 2 0.9759 ;?ggoézg;&égi&éggt 133 NO  |%VC difference > 15  |possible volatility problem | FAL.3T3.SLS.07/05/04
FAL.3T3.JT.B3.20/05/04 DF AAB1IT 4100 45.538 0377 2.39% 4 1 09730 | 100007519, 5693, 2251 133 YES FAL.3T3.5LS.20/05/04
FAL.3T3.JT.B4.27/05/04 DF AAB1IT 3360 37.271 0.363 1.72% 4 4 08950 | 100007519, 5693, 2251 133 YES FAL.3T3.5LS.27/05/04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
3T3 Cells Type' Chemical I.D. Decimal 1C50 (mM) (VC) VC from . . ( . Dilutions  (ug/mL)’ Factor® Tests® Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
VC1 ODs < VC2 ODs; VC1
® 100, 10, 1, 0.1, 0.01, . removed from subsequent g
A1 RF AAG1PJ 15.9 0.055 0403 | 35.64% 1 7 0.0488 | 0% % 6001 0 00001 10 RF  |range finder e, Doty G- volatity| SLSA3
issues.
o 100, 55.6, 30.9, 17.1, pptin 2X C1-C2; plate sealer
B1 DF AAG1PJ 39.0 0.134 0.403 5.91% 2 4 09245 | Son. 108 18 YES Pt sLs-B5
SD removed C1 from Hill
function due to upswing in
B2 DF AAGTPY 51.2 0.176 0.244 10.19% 3 4 0.9211 ggos' 2118'71241'785'7' 4781 48 YES response curve; C1 toxicity< | SLS-B13
o C2-C4; plate sealer used; ppt
in 2X C1-C4
B3 DF AAGP NA NA NA NA NA NA NA NA NA NO  |PCfails SLs-B14
B4 DF AABTPJ 352 0.121 0.239 1.50% 4 3 09526 |50% 273,154 857,476, 44 YES pptin 2X C1-C5; pptin 1X C1- | ) o g5
B5 DF AAGTPY 288 0.989 0.251 0.40% 1 5 0.8492 ggos' 2118'71241'785'7' 4781 18 YES pptin 2X C1-C3 SLS-B16
B6 DF AAGTPY 38.8 0133 0.324 4.98% 4 3 0.8974 ggos' 2118'71241'785'7' 4781 18 YES pptin 2X C1-C6 SLs-18
ECBC
g . 1000, 100, 10, 1, 0.1, . ppt in 2X C1-C2; pptin 1X C1; | o
AABTFK-AT RF AABTFK 38.9 0.134 0.191 14.03% 2 6 09093 | g0 10810 o 10 RF  |range finder G A BE
AAGTFK-B1 DF AABTFK 42,9 0.147 0.242 3.72% 3 5 09082 |30% 23198, 503. 234, 515 YES pptin 2X C1-C3; pptin 1X C1- g 5 pgg
AAB1FK-B2 DF AABTFK 262 0.902 0.340 0.96% 2 6 0.8636 ?g% 253361(2)%550'3' 24 515 YES pptin 2X C1-C3: pptin 1X C1 | SLS-P66
pptin 2X C1-C3; pptin 1X C1-
AAG1FK-B3 DF AABTFK 71.0 0.244 0.240 5.46% 3 4 08190 |30% 532198, 903. 234 215 YES C3; SD removed data for C1 | SLS-P69
e e from PRISM analysis
FRAME
FAL.3T3.KN.A1.27/05/04 RF AAGTKN 371 0.127 0252 | 24.49% 2 2 07351 | 1000 100 10 L 10 RF |range finder % VC | pptin 1X C1; volatiity problem | FAL.3T3.5LS 27/05/04
FAL.3T3.KN.B1.04/06/04 DF AABTKN 125 0.431 0.363 11.01% 3 5 0.7052 gg(ﬂo,;gmzzssod ;9'2' 3.16 YES gﬂg ﬁ;‘i’:?&pg? 2XC1-C4 | EAl 373.515.04.06.04
FAL.3T3.KN.B2.18/06/04 DF AAGTKN 455 0.156 0404 | 11.01% 4 0 08725 | 1300 475,790,475 3.16 NO |70 boints between S0 pptin 1x C1-C3 and 2X C1-C2| FAL.3T3.SLS.18.06.04
FAL.3T3.KN.B3.24.06.04 DF AABTKN 153 0.528 0355 | 17.86% 3 1 09198 | 400 495 216 101, 215 NO  |%VCdiference > 15 | OI2UItY Problem: pRtin 2X CTH oy 57351 .24.06.04
FAL.3T3KN.B4.08.07.04 DF |  AAGIKN 308 1060 | 0250 | 11.89% 1 7 07219 |30% 3023 157107, | 4 47 YES pPUIn2X C1-C3 and pptin 1X fga 573.51.5.08.07.04
FAL.3T3.KN.B5.09.07.04 DF AABTKN 303 1.041 0.333 4.48% 2 6 07443 |30, 3023 157107, | 4 47 YES PRUIn2X C1-C5 and pptin 1X fga 573.51.5.09.07.04
FAL.3T3.KN.B6.16.07.04 DF AABTKN 329 1.131 0.238 6.21% 2 3 09111 |590,340, 230 151107 1 a7 YES PPUIn 2X C1-CA and ppUn 1X 1ga| 373.51.5.16.07.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlt'fi;l:t'l‘l‘:t pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
N § 100, 10, 1, 0.1, 0.01, . ]
A1 RF AAB1RN 625 8.459 0.557 5.35% 0 2 01107 | 1O 1% 6001 000601 10 RF |range finder SLS-A1
o, 300, 214, 153, 109, no points between 0.1 -
B1 DF AABTRN 877 11.869 0378 2.23% 0 6 01322 | 300 B L s 14 NO | Bonoee SLS-B1
o, 300, 214, 153, 109, No points between 0.1 -
B2 DF AAB1RN NA NA 0.499 7.37% 0 4 02402 | 300 B L s 14 NCT oo SLs-B2
N § 300, 214, 153, 109, no points 0.1- 50%; PC ]
B3 DF AAB1RN 2.74 0.037 0573 2.02% 0 3 00038 |50 L e's 14 No |7of SLs-B3
o, 300, 214, 153, 109, no points between 0.1 -
B4 DF AABTRN NA NA 0.500 8.09% 0 5 NA |20 56 3 285 14 NO | Bonoee SLS-B4
ECBC
100. 10, 1.0, 0.1, 0.01 no points between 10 -
AAGTRR-AT RF AAGTRR NA NA 0.363 7.10% 0 0 02245 | 100,10, 10,00 000, 10 RF  |90% low r2; range SLs-P1
R T finder
no points between 10 -
AAG1RR-A2 RF AABTRR 561 7502 0.387 1.51% 0 3 0.2234 (5’%%55% gbodso.s, 0.05, 10 NO  |50%; low r2; range SLs-P3
: P finder
AAG1RR-B1 DF AAGTRR 656 8.878 0.574 2.50% 1 5 07540 |7o0 510534712300 147 NO  |lowr2 cloudy stock solution SLS-P6
g . 750, 510.2, 347.1, 236.1, y
AAG1RR-B2 DF AAGTRR 762 10313 0.568 2.56% 1 5 07580 | 100 e s 1.47 NO  |lowr2 SLs-P8
1102.5, 750, 510.2,
AAG1RR-B3 DF AAGTRR 574 7.768 0.545 0.11% 2 6 0.8864 |347.1,236.1, 160.6, 1.47 YES SLS-P10
109.3, 74.3
1102.5, 750, 510.2,
AAG1RR-B4 DF AAGTRR 630 8.526 0.608 3.32% 2 4 09561 |347.1,236.1, 160.6, 1.47 YES ppts. In C1-C3 SLS-P15
109.3, 74.3
1102.5, 750, 510.2,
AAG1RR-B5 DF AAGTRR 498 6.740 0.195 1.42% 2 5 09176 |347.1,236.1, 160.6, 1.47 YES ppts. In C1-C3 SLS-P16
109.3, 74.3
FRAME
no points between 10 -
FAL.3T3.A1.RM.200603 RF AAGTRM 28200 | 381648 | 0.729 6.72% 0 0 02031 |100.10,10,0.1,0.01, 10 RF  |90%; low r2; range FAL.3T3.5L.52.A1.2006
0.001, 0.0001, 0.00001 o 03
o, g 250, 170, 115.7, 78.7, PC fails; no points straight cytotoxicity line; can't
FAL.3T3.RM.B1.04.07.03 DF AAGTRM 0.002 0.000 0.509 0.53% 0 0 03160 |20 0 e e 1.47 NO  |PC fallsino pos o et | FAL3T3.SLS.04.07.03
o 250, 170, 115.7,78.7, PC fails; no points
FAL.3T3.B2.RM.11.07.03 DF AAGTRM NA NA 0.490 2.31% 0 0 NA o et oas 160 1.47 NO  |PC fallsino pos FAL.3T3.5LS.11.07.03
o, 250, 170, 115.7,78.7, no points between 10 -
FAL.3T3.B3.RM.18.07.03 DF AAGTRM NA NA 0517 217% 0 0 NA | ot oas 160 1.47 NO  |goRois berne FAL.3T3.5LS.18.07.03
PC fails; no points
between 0 & 50%
FAL.3T3.RM.B4.070803 DF AABTRM 247 0334 0.738 5.09% 0 8 0.6965 Egoégﬁo,ég, 314,214, 447 NO |viability; cytotoxicity FAL.3T3.5LS.070803
U curve goes in opposite
direction
FAL.3T3.RM.B5.080803 DF AABTRM 1190 16.105 0474 | 18.96% 1 7 0.2883 |1000. 680, 462,314,214, ,; No  |PCfails;lowr2; % VC FAL.3T3.5LS.080803

145, 99.1, 67.4

difference > 15
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Mean .
1C50 g Difference
TR A5 Chemical 1D, | UIML) ficsy (mu) Contror | frightteft] NEELREE NERREST om | ; | Dilution |Acceptable|  Rationale for Notes Positive Control 1D
313 Cells Type' © | Decimal (vc) | VCfrom o4 s o | Dilutions (ug/mL)" | co oo | Tests® Unacceptability -
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AABILS 390 1.786 0.320 5.97% 1 7 09200 | 1900 190 10 1. 91 10 RF  |range finder SLS-A1
B1 DF AAGILS 395 1.811 0.544 1.09% 3 5 0.9490 fgﬂ’%;y 1586;7'32473' 18 YES pptin 2X C1 SLs-B5
B2 DF AABILS 385 1.762 0.367 1.27% 3 5 09715 |2000, 1111, 617,343, 18 YES SLS-B9
B3 DF AABILS 377 1.726 0.381 5.07% 3 5 09719 |2000, 111, 617, 343, 18 YES SLS-B10
ECBC
AABTRJ-A1 RF AABTRJ 283 1.297 0.266 3.58% 1 5 0.8633 (1)00010'0183'11 00' gbgf' 10 RF  |range finder SLs-P2
AAGTRJ-B1 DF AABTRJ 309 1416 0.336 9.11% 2 6 08967 | 5000 930 433 207, 215 YES SLS-P6
AAG1RJ-B2 DF AABTRJ 344 1577 0.285 3.34% 3 4 09449 | 2000 930, 433, 207, 215 YES SLS-P8
o, 2000, 930, 433, 201, outlier not removed from from
AAG1RJ-B3 DF AAGTRJ 407 1.866 0.345 0.70% 3 5 08884 | o0 o s ot 215 YES ot SLS-P18
FRAME
FAL.3T3.HV.A1.080104 RF AABTHY 798 3,655 0.505 5.60% 1 1 08944 | 100D 100 10 L o1 10 RF  |range finder FAL.3T3.5LS.080104
N 2500, 1163, 541, 252, .
FAL3T3.HV.A2.15-01-04 DF AABTHV 1030 4720 0.526 6.07% 2 6 09564 | 22001163 541, 25 215 NO  |PC fails; FAL.3T3.5LS.15/01/04
01 o, 2500, 1163, 541, 252, solubility a problem above
FAL3T3.HV.B1.22-01-04 DF AABTHV 984 4508 0.311 13.54% 2 5 07904 |7700 1100 52T, 2% 215 YES 5200 vy FAL.3T3.5LS.22/01/04
FAL3T3.HV.B2.29-01-04 DF AABTHV 904 4139 0377 3.07% 3 5 09632 | 25001707, ST, T8, 147 YES FAL3T3.5LS.29-01-04
N 2500, 1701, 1157, 787, PC fails; no points ) p
FAL3T3.HV.B3.05.02.04 DF AABTHV 80 0.366 0.341 11.28% 8 0 0.5764 535, 364, 248, 169 1.47 NO between 50-100 problem with reservoir liners | FAL.3T3.SLS.5/02/04
N 2500, 1701, 1157, 787,
FAL.3T3.HV.B4.25.02.04 DF AABTHV 927 4246 0437 3.66% 3 5 09673 | 200 T e 147 YES FAL3T3.5LS.25.02.04
FAL3T3.HV.B5.17.03.04 DF AABTHV 692 3.169 0378 0.13% 4 4 0.9275 |2500, 1701, 1157, 787, 147 YES FAL.3T3.5LS.17/03/04

535, 364, 248, 169
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
Format 2| 0-50%"* |50-100 %°| PRISM)
orma oD? mean VC
vs
1000, 100, 10, 1. 0.1 VC1 ODs <VC2 ODs; VC1
A1 RF AAB1MX 1.21 0.004 0.316 58.59% 1 4 0.9661 0.01 ‘0 00'1 0’00'01' ’ 10 RF range finder removed from subsequent SLS-A1
R e analysis; volatility issues.
10.0, 5.56, 3.09, 1.71,
B1 DF AABTMX 3.39 0.012 0.320 2.63% 1 6 0.9147 |0.953, 0.529, 0.294, 1.8 YES SLS-B1
0.163
10.0, 5.56, 3.09, 1.71,
B2 DF AABTMX 3.50 0.013 0.311 5.10% 1 1 0.9564 [0.953, 0.529, 0.294, 1.8 YES SLS-B2
0.163
10.0, 5.56, 3.09, 1.71,
B3 DF AABTMX 3.63 0.013 0.346 7.05% 2 5 0.9477 |0.953, 0.529, 0.294, 1.8 YES SLS-B3
0.163
ECBC
o 1000, 100,10, 1, 0.1, N . .
AABTKP-A1 RF AAB1KP NA NA 0.152 58.91% 2 2 0.9275 0.01. 0.001, 0.0001 10 RF range finder low ODs for VC1; ppt in C1 SLS-P2
10, 1, 0.1, 0.01, 0.001,
AABTKP-A2 RF AAB1KP 1.43 0.005 0.373 3.96% 0 1 0.9241 10.0001, 0.00001, 10 RF range finder SLS-P4
0.000001
AAG1KP-B1 DF AAGTKP 3.26 0012 0278 2.28% 2 1 08937 |10,9:255.2.16, 1.0, 215 YES SLs-P18
AAG1KP-B2 DF AAGTKP 3.61 0.013 0.353 5.88% 2 5 09465 |10.9.080.463,315, 1.47 YES SLS-P20
X o 10.0, 6.80, 4.63, 3.15, ]
AA61KP-B3 DF AAB1KP 3.48 0.013 0.384 6.51% 2 5 0.9682 214, 146, 0.99, 0.67 1.47 YES SLS-P21
FRAME
o, 1000, 100, 10, 1, 0.1, no points between 50- .
FAL.3T3.HA.A1.080104 RF AAGTHA 4.1 0.015 0.399 9.97% 1 0 0.9558 0.01, 0.001, 0.0001 10 RF 100 range finder ppt in 1000ug/ml FAL.3T3.SLS.080104
FAL3T3.HA A2.15-01-04 DF |  AAGTHA 6.77 0.025 0363 | 6.52% 2 6 08549 | 100,77 59,46.35 13 NO  |PC fails; FAL.3T3.5LS.15/01/04
FAL3T3.HA.B1.22-01-04 DF AAGTHA 5.71 0.021 0.371 3.49% 1 6 0.8036 2070'2717'1569 46,35, 1.3 YES FAL.3T3.SLS.22/01/04
FAL3T3.HA.B2.29-01-04 DF AAGTHA 7.98 0.029 0.481 1.42% 1 5 0.9674 2070'2717'1 56'9' 46,35, 1.3 YES FAL3T3.SLS.29-01-04
o, 10.0,7.7,5.9,4.6, 3.5, PC fails; no points . .-
FAL3T3.HA.B3.05.02.04 DF AABTHA 0.967 0.004 0.380 7.96% 8 0 0.8305 27.21.16 1.3 NO between 50-100 problem with reservoir liners | FAL.3T3.SLS.5/02/04
FAL3T3.HA.B4.17.03.04 DF AAGTHA 4.28 0.016 0.223 2.28% 3 5 0.9519 ;[)5'97'?%85?35'14'45‘ 3.40, 1.31 YES FAL.3T3.SLS.17/03/04
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
Format 2| 0-50%"* |50-100 %°| PRISM)
orma oD? mean VC
vs
1000, 100, 10, 1, 0.1, N
A1 RF AAB1FZ NA NA 0.256 7.10% 0 6 NA 0.01, 0.001, 0.0001 10 RF range finder SLS-A5
5, 2500, 1923, 1479, 1138, no points between 0 - .
B1 DF AABIFZ NA NA 0.380 5.76% 0 2 0.4933 875, 673, 518, 398 1.3 NO 50% SLS-B9
o, 2500, 1923, 1479, 1138, no points between 0 - .
B2 DF AAB1FZ NA NA 0.284 2.14% 0 1 NA 875, 673, 518, 398 1.3 NO 50% SLS-B13
B3 DF AABIFZ NA NA NA NA NA NA NA NA NA NO PC fails SLS-B14
o, 2500, 1923, 1479, 1138, no points between 0 - .
B4 DF AAB1FZ NA NA 0.400 2.42% 0 2 NA 875, 673, 518, 398 1.3 NO 50% SLS-B15
ECBC
1000, 100, 10, 1, 0.1, N
AABTMJ-A1 RF AABTMJ NA NA 0.443 6.04% 0 3 NA 0.01, 0.001, 0.0001 10 RF range finder SLS-16
R o, 3000, 2479, 2049, 1693, no points between 0 - | no toxicity detected; need .
AAB1MJ-B1 DF AABTMJ NA NA 0.709 5.19% 0 8 NA 1400, 1157, 956, 790 1.21 NO 50% larger conc; dilut. factor 1.21 SLS-P44
| o 3500, 2893, 2391, 1976, no points between 0 - . .
AAB1MJ-B2 DF AABTMJ NA NA 0.512 2.61% 0 7 NA 1633, 1349, 1115, 922 1.21 NO 50% no toxicity was detected SLS-P72
| o 3500, 2893, 2391, 1976, no points between 0 - . .
AAB1MJ-B3 DF AABTMJ NA NA 0.375 14.56% 0 0 NA 1633, 1349, 1115, 922 1.21 NO 100% no toxicity was detected SLS-P74
FRAME
o, 1000, 100, 10, 1.0, 0.1, range finder; no points
FAL.3T3.RG.A1.21.10.04 RF AAB1RG NA NA 0.203 7.09% 0 0 NA 0.01, 0.001, 0.0001 10 RF between 0-100% FAL.3T3.SLS.21.10.04
o, 2500, 1701, 1157, 787, no points between 0-
FAL.3T3.RG.B1.04.11.04 DF AAB1RG NA NA 0.175 6.75% 0 0 NA 535, 264, 248, 169 1.47 NO 100% FAL.3T3.SLS.04.11.04
5, R 2500, 2066, 1708, 1411, no points between 0-
FAL.3T3.RG.B2.25.11.04 DF AAB1RG NA 329085 0.258 0.36% 0 0 1.2340 1166, 964, 797, 658 1.21 NO 100% FAL.3T3.SLS.25.11.04
no toxicity detected; 1.21 dilut.
FAL.3T3.RG.B3.26.11.04 DF |  AAGIRG NA NA 0263 | 511% 0 0 NA  |2500,2066 1708, 1411, | 454 No  |nopointsbetween 0- | factor doesn't affect FAL.3T3.5LS.26.11.04

1166, 964, 797, 658

100%

acceptability; outlier removed
bySD

1-49
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Mean .
1C50 g Difference
Experiment D, | ASSay oo | gl | oo (| Contor |Oottier MECECT NGRS o | o ; | Dilution |Acceptable|  Rationale for Notes Positive Control 1D
313 Cells Type' © | Decimal (vc) | VCfrom o4 s o | Dilutions (ug/mL)" | co oo | Tests® Unacceptability -
e s | 0-50%* |50-100%° PRISM)
ormal oD? mean VC
Ivs
Al RF AABTHL 339 2.089 0.457 7.49% 0 5 0.9490 [1)010%06]03%8100' 10,1, 10 RF  |range finder SLS-A4
B1 DF AABTHL 422 2.600 0.539 5.98% 1 2 09920 | 1000, 714 519,364,200, 44 YES SLS-B4
o, 1000, 714, 510, 364, 260, no points between 50 -
B2 DF AAGTHL 508 3133 0392 3.15% 2 0 ogo00 |;00% 10 14 No  |hopa sLs-B7
B3 DF AABTHL 513 3.162 0.469 2.05% 2 1 0911|1990, 714,210,364, 2601 44 YES SLS-B8
plates read 15-16 hr late;
B4 DF AABTHL 415 2558 0.440 1.63% 3 2 09953 |1000,833 694,579,482, 4, YES orignial reading used wrong | SLS-B11
402, 335, 279 OD wavelength
ECBC
AABTINA-AT RF AAGTNA NA NA 0.410 19.57% 0 5 NA 1%0(1’0'01 8?06 10%01' 10, 10 RF  |range finder SLS-P49
AAG1NA-B1 DF AAGINA NA NA 0532 3.40% 3 5 NA (300115 342,282.233, | 4 NO | PCfails SLS-P53
AAB1NA-B2 (sealer) DF AAGTNA 292 1.803 0.603 4.02% 3 5 0.8541 fgg' ‘1‘;3' ‘:’gg 282,233, 1.21 YES SLS-P54
AAG1NA-B3 (sealer) DF AAGTNA NA NA 0.399 9.58% 4 4 NA fgg' ‘1‘;3' ‘:’gg 282,233, 1.21 NO | PC fails SLS-P56
AAG1NA-B4 (sealer) DF AABTNA 325 2.004 0.451 5.32% 3 5 0.7971 fgg' ‘1‘;3' ‘:’gg 282,233, 1.21 YES SLS-P58
AAB1NA-B5 (sealer) DF AAGTNA 199 1.227 0536 5.08% 5 3 0.8836 fgg' ‘1‘;3' ‘:’gg 282,233, 1.21 YES SLS-P62
FRAME
o, 10000, 1000, 100, 10, 1, range finder; no points

FAL.3T3.KL.A1.10.09.04 RF AAGTKL 582 3.589 0.402 9.59% 1 0 09633 |00 b 10 RF |range finder no por FAL.3T3.5LS.10.09.04
FAL.3T3.KL.B1.16.09.04 DF AAGTKL 460 2.838 0.375 1.07% 3 0 0.9720 122%8810;76} 315,214 447 NO ’1‘80",,2'”'3 between 50 - FAL.3T3.5LS.16.09.04
FAL.3T3.KL.B2.23.09.04 DF AABTKL 481 2.964 0.356 3.30% 4 2 09817 | 1000,826, 583,865,467, 4 59 YES outlier removed by SD FAL.3T3.5LS.23.00.04
FAL.3T3.KL.B3.14.10.04 DF AAGTKL 499 3.076 0.359 434% 2 1 09323 | 1000,826, 583,865,467, 4 59 YES FAL.3T3.5LS.14.10.04
FAL.3T3.KL.B4.04.11.04 DF AABTKL 255 1,574 0.227 6.96% 6 2 09486 | 750 520 512:423,3%0, | 4 59 YES outlier removed by SD FAL.3T3.SLS.04.11.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e o | 0-50% |50-100%| PRISM)
ormal oD? mean VC
Ivs
A1 RF AAG1GD 14.1 0.055 0.454 0.61% 1 1 0.9683 [1)010%0,010%01100, 10,1, 10 RF  |range finder SLS-A2
. 86.8 54.3,33.9, 212,
B1 DF AA61GD 7.91 0.031 0.491 0.08% 6 2 R e 16 YES SLS-B4
N 100, 62.5, 39.1, 24.4,
B2 DF AA61GD 227 0.088 0.386 6.81% 3 5 09777 |13 S ot as 16 YES SLS-B7
N 100, 62.5, 39.1, 24.4,
B3 DF AA61GD 39.4 0.153 0478 2.70% 2 6 00759 |10% 0 Pk aoe 16 YES SLs-B8
ECBC
AAGTMP-AT RF AAGTMP 1.9 0.046 0.345 1.23% 1 1 0.9870 }%0(1’0'01 8?06 10%01' 10, 10 RF  |range finder SLs-P5
. 100, 46.5, 21.6, 101,
AAGTMP-B1 DF AAGTMP 236 0.092 0.654 5.58% 2 5 00673 |, % D Aor our 215 YES SLS-P23
. 100, 46.5, 21.6, 10.1,
AAG1MP-B2 DF AAGTMP 13.1 0.051 0.632 7.30% 3 5 o018 |, P20 215 YES SLS-P26
. 100, 46.5, 21.6, 10.1,
AAG1MP-B3 DF AAGTMP 271 0.105 0622 7.05% 2 5 09779 |18 S Aor our 215 YES SLS-P27
FRAME
FAL.3T3.HPA1.01/04/04 RF AAGTHP 62.4 0.243 0.396 1.11% 3 0 08909 | 100901000, 100.10.1, 10 RF  |range finder FAL.3T3.5LS.01/04/04
FAL.3T3.HP.B1.29/04/04 DF AAGTHP 398 0.155 0275 | 10.84% 1 0 08164 | 100,465 21.6,10.1, 215 No  |nopointsbetween 50 - | \ip ¢vstals; high background | FAL.3T3.SLS.20/04/04
4.68,2.18,1.01, 0.47 100%
FAL.3T3.HP.B2.07/05/04 DF AAGTHP 7.35 0.029 0.347 7.92% 4 2 09791 |00 455,216,101, 215 YES FAL.3T3.5LS.07/05/04
FAL.3T3.HP.B3.20/05/04 DF AAGTHP 40.2 0.156 0.360 0.93% 4 1 09192 | 100 752,585,425 133 YES FAL.3T3.5LS.20/05/04
FAL.3T3.HP.B4.27/05/04 DF AAGTHP 270 0.105 0.425 2.86% 4 4 09183 | 100 752,585, 425 133 YES outlier removed by SD FAL.3T3.5LS.27/05/04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
B 2| 0-50%* |50-100%°| PRISM)
orma oD? mean VC
vs
1000, 100, 10, 1, 0.1, ) )
A1 RF AAGIPS 50.6 0.174 0.402 5.64% 1 3 09458 | ' 0004, 00601 10 RF  |range finder pptin 2X C1-C3 SLS-A3
SD removed C1 & C2 from Hill
B1 DF AAG1PS 207 0.071 0435 5.34% 3 3 08956 | 300 "7 928,504 18 YES function in PRISM due to SLS-B5
T e upswing in response curve
300, 167, 92.6, 514, )
B2 DF AAGIPS 275 0.095 0.348 13.21% 5 3 09431 | So L S n. 4.90 18 YES pptin 2X C1-C4 SLS-B9
pptin 2X C1-C4 & 1X C1-C2;
. 300, 167, 92.6, 51.4, SD removed C1 & C2 from Hill | o ¢
B3 DF AAGIPS 17.9 0.062 0.353 5.03% 3 3 09864 | Soe o 5 8n 4.90 18 YES function m PRISM due o ppts. |SLS-B10
& flat response curve
ECBC
] . 1000, 100, 10, 1, 0.1, . [pptin 1IXC1&2X C1-C2 y
AABTMD-AT RF AAGIMD NA NA 0.329 711% 2 6 NA |00t 0001, 0.000] 10 RF|range finder; PC fails  |P " SLS-P50
AAG1MD-B1 DF AAGTMD 18 0.062 0.648 8.54% 3 5 09126 |100.465,216 104, 215 YES SLS-P55
: : : : 4.68,2.18,1.01, 0.47 :
AAG1MD-B2 DF AAGTMD 136 0.047 0.418 10.70% 3 5 0.8929 |100,46.5, 216,101, 215 YES pptin 2X C1 SLS-P57
: : - : : 4.68,2.18,1.01, 0.47 :
; N 100, 46.5, 21.6, 10.1, '
AAG1MD-B3 DF AAGIMD 36.4 0.125 0.321 10.09% 2 5 09559 | e O S or. 07 215 YES SLS-P59
FRAME
. 1000, 100, 10, 1, 0.1, ) )
FAL.3T3.KE.A1.28.05.04 RF AAGTKE 407 1.399 0.396 3.60% 1 4 00626 | o e og0s 10 RF  |range finder pptin 1X C1-C2 FAL.3T3.5LS.28.05.04
FAL.3T3.KE.B1.04.06.04 DF AABTKE 51.9 0.178 0.330 7.50% 5 3 0.7298 ?;530511532'5521 5?582' 2.15 YES ppLin 2X C1-C4; pptin X C1-| £p) 313 51.5.04.06.04
pptin 2X C1-C2; tox.curve
o, 1000, 465, 216, 101, no points between 50 - |going in wrong direction; SD
FAL.3T3.KE.B2.18.06.04 DF AAGTKE NA 0.121 0.714 6.99% 3 0 08485 | 4on 18 101 47 215 No |foRR S oats pot b coa of bad | FAL3T3.5L8.18.06.04
curve
FAL.3T3.KE.B3.09.07.04 DF AAGTKE 123 0.423 0.283 6.74% 2 6 09136 | 305522 708.503. 234 515 YES pptin 2X C1 FAL.3T3.5L5.00.07.04
FAL.3T3.KE.B4.16.07.04 DF AABTKE 247 0.847 0.263 3.84% 2 3 0.8273 ‘158% 253? ;(LB' 503,234 545 YES pptin 2X C1-C2; pptin X C1-| £p) 313 51.5.16.07.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlgzl;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGTFG 77.4 0333 0.283 14.30% 1 5 0.9228 [1)%010'01 gg'1 1 3'010'001' * 10 RF  |range finder SLS-A5
B1 DF |  AAGIFG 813 3500 | 0359 | 828% 0 8 04992 |300:125. 781, 48.8 16 NO |n0points between0- SLS-B6
plates read 15-16 hr late;
B2 DF AAGTFG 379 1.633 0.342 1.76% 3 5 0.9762 1320'1;;452190' 364,260, 14 YES orignial reading used wrong | SLS-B11
’ s OD wavelength
B2 (should be B3) DF AAGTFG 624 2,686 0302 | 13.14% 2 6 08659 | 1000, 714 510 364,200 44 YES outliers removed bySD sLs-B13
B4 DF AAGTFG NA NA NA NA NA NA NA NA NA NO  |PC fails sLsB14
B5 DF AABTFG 497 2138 0.335 2.24% 3 5 09744 | 1000, 714 919,364,200, 44 YES SLS-B15
B6 DF AABTFG 405 1.742 0.302 1.43% 3 5 09775 | 1000, 114 510,364,200, 44 YES SLS-B16
ECBC
AABTKV-AT RF AABTKV 351 1.510 0.324 3.98% 1 2 0.9078 [1)%010'01 gg'1 1 3'010'001' * 10 RF  |range finder SLS-P68
AAGTKV-B1 DF AABTKV 624 2.686 0.405 1.63% 3 5 09793 | 1500 1020, 59 472. 147 YES SLS-P70
AABTKV-B2 DF AABTKV 505 2173 0412 8.99% 3 5 07926 | 15001020, 59 472. 147 YES SLS-P71
AABTKV-B3 DF AABTKV 773 3327 0.410 6.44% 2 6 09504 | 1500, 1020, 59 472. 147 YES SLs-P72
FRAME
FAL.3T3.NJ.A1.21.10.04 RF AAGINY 796 3.428 0169 | 1.18% 1 0 05114 | 1900 100, 10: b0 O 10 RF |fange finder; fo points FAL.3T3.5L8.21.10.04
N 2000, 1361, 926, 630, .
FAL.3T3.NJ.B1.11.11.04 DF AABINJ 435 1.871 0.311 4.08% 4 4 08929 |3000, 1367 9%6. € 147 YES pptin 2X C1 FAL.3T3.SLS.10.11.04
FAL.3T3.NJ.B2.25.11.04 DF AABINJ 832 3.582 0.205 9.31% 2 2 08514 | 22007109 541, 22, 215 YES pptin 2X C1 FAL.3T3.SLS.25.11.04
. 2500, 1163, 541, 252, :

FAL.3T3.NJ.B3.26.11.04 DF AABINJ 912 3.927 0.204 1.06% 2 2 09435 |2200.116% 541, 25 215 YES pptin 2X C1 FAL.3T3.5LS.26.11.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlgzl;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
VC1 ODs < VC2 ODs; VC1
Al RF AAG1PG 312 0.033 0418 | 100.04% 2 4 0.9933 [1)010%06]03%8100' 10.1, 10 RF  |range finder removed from subsequent | SLS-A3
R analysis; volatility issues.
o, 20.0,12.5,7.81, 4.88, no points between 0 -
B1 DF AAG1PG NA NA 0.465 1.52% 0 3 05739 |30 1A 158 o os 16 NO |oP plate sealer used sLs-B4
B2 DF AAG1PG 54.8 0583 0.422 2.43% 3 5 0.9767 gg(’s‘ 112;3'17?'11é4$‘f;5 16 YES plate sealer used SLs-B6
plates read 15-16 hr late;
200, 125, 78.1, 48.8 orignial reading used wrong
B3 DF AAG1PG 336 0.357 0392 | 3471% 4 4 0.9925 125, 76.1, 48.8, 16 NO  |% VC difference > 15 | OD wavelength; VC2 used to | SLS-B11
30.5,19.1,11.9, 7.45 calculate viability; volatility
problem
B4 DF AABTPG 65.9 0.700 0337 1.73% 3 5 09669 |300 125, 781,488 16 YES SLS-B12
B5 DF AAG1PG NA NA NA NA NA NA NA NA NA NO  |PC fails sLsB14
. 200, 125, 78.1, 48.8,
B6 DF AAG1PG 53.6 0.569 0.411 3.44% 3 5 09775 |300.125. 781, 48.8 16 YES SLs-B15
ECBC
. ® 10000,1000, 100, 10, . probable volatility problem;
AABTFV-AL RF AABTFV NA NA 0140 | 99.80% 4 0 NA 1ot 004 10 RF  |range finder Drobable e SLs-11
AABTFV-A2 (sealer) RF AABTFV 56.0 0595 0.430 3.64% 2 1 0.8997 3)[2)010'0133'113'86001'1' 10 RF  |range finder SLS-P45
AAB1FV-B1(sealer) DF AABTFV 50.6 0537 0.305 4.48% 4 4 0.9861 120;"24162' %61' 101, 215 YES SLS-P47
1000, 465, 216, 101, .
AAB1FV-B2 (sealer) DF AABTFV NA NA 0.280 0.51% 5 3 NA o e a0 4y 215 NO  |PC fails SLS-P50
AAB1FV-B3 (sealer) DF AABTFV NA NA 0.341 7.61% 4 4 NA ‘158% 2533612%550'3' 24 515 NO  |PC fails SLS-P52
AAB1FV-B4 (sealer) DF AABTFV 60.8 0.646 0552 2.48% 3 3 0.9615 ‘158% 2533612%550'3' 24 515 YES SLS-P54
AAB1FV-B5 (sealer) DF AABTFV NA NA 0.354 3.58% 4 4 NA ‘158% 2533612%550'3' 24 515 NO  |PC fails SLS-P56
AAB1FV-B6 (sealer) DF AABTFV 39.1 0415 0.416 4.85% 4 4 0.9808 ‘158% 2533612%550'3' 24 515 YES SLS-P58
FRAME
FAL.3T3.MS.A1.21.05.04 RF AAGTMS 104 0.110 0176 | 99.85% 2 1 0.4657 [1)010%06]03%8100' 10,1, 10 RF  |range finder volatility problem FAL.3T3.SLS.21.05.04
FAL.3T3.MS.B1.17/06/04 DF AAGIMS NA NA 0387 | 40.08% 2 1 NA 1000, 37 100 31T, 3.16 NO  |%VC difference > 15 FAL.3T3.5LS.17.06.04
FAL.3T3.MS.B2.24/06/04 DF AAGIMS 375 3.984 0154 | 1861% 1 4 0.9472 | 1000, 317, 100, 31.7, 3.16 NO  |% VC difference > 15 | USed plate sealer; volatiity | - a73 o1 5 94.06.04
10.0, 3.2, 1.0, 0.3 problem
FAL.3T3.MS.B3.08.07.04 DF AAGIMS 142 1.504 0308 | 2658% 4 1 09369 | 150> 598325 157, 215 NO  |%VC difference > 15 FAL.3T3.5LS.08.07.04
FAL.3T3.MS.B4.09.07.04 DF AAGIMS 3758 0.401 0301 | 2571% 3 2 05823 | 1500 598325 157, 215 NO  |% VC difference > 15 FAL.3T3.5L5.00.07.04
FAL.3T3.MS.B5.16.07.04 DF AAGIMS 110 1.168 0.360 7.07% 3 2 09794 | 1500 598325 157, 215 YES FAL.3T3.5LS.16.07.04
FAL.3T3.MS.B6.17.09.04 DF AAGIMS 124 1.322 0530 | 17.30% 3 2 09579 | 1500 598,325 157, 215 NO  |% VC difference > 15 |did not use plate sealer FAL.3T3.5LS.17.09.04
FAL.3T3.MS.B7.23.09.04 DF AAGIMS 126 1.335 0313 7.13% 3 2 og7t7 | 1500 598,325 157, 215 YES outlier removed bySD FAL.3T3.5LS.23.00.04
FAL.3T3.MS.B8.14.10.04 DF AAGIMS 16 1.231 0234 | 2797% 4 2 09535 | 1500 598325 157, 215 NO  |% VC difference > 15 | volatility problem FAL.3T3.5LS.14.10.04
FAL.3T3.MS.B9.21.10.04 DF AAGIMS 773 0.821 0339 | 13.82% 4 3 0.9581 | 1000, 465,216, 101, 215 YES FAL.3T3.5LS.21.10.04

46.8,21.8,10.1,4.7

1-54
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlgzl;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale for
xperiment 1.D. i ugim Control Points Points from o iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
1000, 100, 10, 1, 0.1, .
A1 RF AABTPV 49.4 0325 0.369 1.67% 2 3 08071 |0 o0 D oo 10 RF  |range finder SLS-A3
300, 188, 117, 73.2, 45.8,
B1 DF AABTPV 13 0.741 0.446 4.65% 3 4 ossas |00 1T 16 YES SLS-B5
1000, 625, 391,244, 153,
B2 DF AABTPV 83.9 0.552 0.262 5.15% 6 2 09737 o0 e 3o s 16 YES sLs-B13
B3 DF AABTPV NA NA NA NA NA NA NA NA NA NO  |PC fails sLs-B14
1000, 625, 391,244, 153,
B4 DF AABTPV 70.0 0.460 0335 8.85% 6 2 09580 | o200 o 30s 16 YES SLs-B15
ECBC
1000, 100, 10, 1, 0.1, S
AABTLN-A1 RF AAGILN NA | #VALUE! | 0284 5.42% 2 6 NA L o oo o060x 10 RF  |range finder; PC fails SLS-P51
AAG1LN-B1 DF AAGILN NA | #VALUE! | 0350 | 14.50% 4 4 NA (30%,235.108. 903,234 215 NO  |PC fails SLS-P53
AAG1LN-B2 DF AAGILN 486 0.320 0613 | 11.02% 4 4 09747 |30%,233.198,503. 234, 215 YES SLS-P55
AAG1LN-B3 DF AAGILN 9.11 0.060 0.601 9.45% 5 3 09428 |30% 233,198,503, 234, 515 YES SLS-P57
AAG1LN-B4 DF AAGILN 327 0215 0374 8.69% 4 4 09730 |30% 233198, 903. 234 215 YES SLS-P59
FRAME
FAL.3T3.JB.A1.27/05/04 RF AAB1JB 34.0 0223 0.302 7.47% 2 1 093gz | 90D 10010 1. 91 10 RF  |range finder FAL.3T3.5LS.27/05/04
FAL.3T3.JB.B1.04/06/04 DF AAG1JB 164 1.075 0.320 7.72% 3 5 08392 | 330D 791, 250, 792 3.16 YES pptin 2X C1 FAL.3T3.SLS.04.06.04
FAL.3T3.JB.B2.18/06/04 DF AAG1JB 288 1.891 0.388 2.92% 2 3 09514 |330D. 791, 250, 792 3.16 YES pptin 2X C1 FAL.3T3.5LS.18.06.04
FAL.3T3.JB.B3.08.07.04 DF AAG1JB 264 1.736 0.250 6.43% 2 6 08ses | 5200751 290,792 3.16 YES pptin 2X C1 FAL.3T3.5LS.08.07.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlgzl;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment LD. Chemical 1.D. | WM9'™MY) ic50 (mm)| Control Points Points (from iluti 7 ationale for Notes Positive Control 1.D.
3T3 Cells Type' Decimal (i) (VC) VC from 0-50%¢ |50-100%°| PRISM)® Dilutions  (ug/mL) Factor® Tests® Unacceptability
Format oD? mean VC?

Ivs
A1 RF AABINF 673 2.444 0.262 11.85% 1 4 0.9016 3)[2)010'0133'113'86001'1' 10 RF  |range finder SLS-A5

o, 1000, 714, 510, 364, 260, no points between 50 - .
B1 DF AAGINF 75.9 0.275 0517 | 1055% 2 0 oot | 1000 T 0 14 No  |hopa sLs-B5
B2 DF AABTNF 30.1 0.109 0411 6.64% 2 4 ogt1s 200,125, 781, 488 16 YES SLS-B6
B3 DF AABINF 19.8 0.072 0338 7.64% 2 3 0.9406 gg(’s‘ 112;3'17?'11é4$‘f;5 16 YES outliers removed bySD SLS-B13
B4 DF AAGINF NA NA NA NA NA NA NA NA NA NO  |PC fails sLsB14
B5 DF AABTNF 16.0 0.058 0.350 0.98% 3 2 0.9600 |20, 125,781,488 16 YES SLS-B15

: : : : : 30.5,19.1, 11.9, 7.45 :

. 200, 125, 78.1, 48.8,
B6 DF AAGINF 15.8 0.057 0.365 1.30% 4 2 00575 |00 o T 16 YES SLS-B16
ECBC
AAGTFT-AT RF AABTFT NA NA 0.281 7.43% 2 4 NA | OO0 O T 10 RF  |range finder; PC fails SLS-P51
AAG1FT-BI DF AABTFT 428 0.155 0.678 8.75% 2 6 09263 |309-%44.37.0.292. 147 YES SLS-P55
AAG1FT-B2 DF AABTFT 130 0.047 0.592 9.27% 5 3 08332 |309-%44.37.0.292. 147 YES SLS-P57
AAGIFT-B3 DF |  AAGIFT 28.8 0105 | 0354 | 867% 5 3 09265 |309-544.37.0.292. 147 YES SLS-P59
FRAME

o, 1000, 100, 10, 1.0, 0.1, range finder; no points
FAL.3T3.GTA1.21.10.04 RF AAG1GT 34.4 0125 0217 3.30% 1 0 09835 |0 000 0001 10 RF |range finder, ho b FAL.3T3.5LS.21.10.04
FAL3T3.GT.81.25.11.04 DF |  AAGIGT 38.2 0139 | 0344 | 478% 4 2 0973 | 100,752,585, 425 133 YES pptin 2X C1-C2; FAL.3T3.5L8.25.1.04
FAL.3T3.GT.B2.26.11.04 DF AAGIGT 357 0.130 0.167 1.60% 4 3 06701 | 100 752,585, 425 133 YES pptin 2X C1-C2; FAL.3T3.5LS.26.11.04
FAL.3T3.GT.B3.02.12.04 DF AAGIGT 771 0.280 0.179 5.82% 0 1 02009 |00 752,585, 425 133 NO |R0points between O ot values above 125% (Fééism's"s'oz'n'o“
FAL.3T3.GT.B4.09.12.04 DF AAGIGT 395 0.144 0.286 6.43% 2 2 09799 | 100,752,585, 425 133 YES FAL.3T3.5L5.00.12.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type! Chemical I.D. Decimal IC50 (mM) VC from ( Dilutions  (ug/mL)’ Factor® Tests? Unacceptabili Notes Positive Control I.D.
yp! (VC) o4 o5 6
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AABTFF 611 8.196 0457 | 25.09% 1 1 08205 |10 1000, 100.10.1, 10 RF SLS-A1
B1 DF AAGTFF 4150 55.667 0.394 5.13% 2 6 09627 | 300005950 39801715, 18 YES SLS-B1
B2 DF AAGTFF 3660 49.095 0.536 1.54% 2 5 09837 | 10000, %057 44412963, 45 YES SLs-B2
B3 DF AAGTFF 3230 43.327 0.561 1.06% 2 5 09387 | 10000, %007 44412963, 45 NO  |PC fails SLs-B3
B4 DF AAGTFF 3320 44,534 0.442 4.82% 2 4 09856 | 10000, 2007 44412963, 45 YES SLS-B4
ECBC
_ o, 10000, 1000, 100, 10, no points between 10 - .
AABTKM-AT RF AAGTKM 2160 28.974 0.424 3.92% 0 0 08877 |10 o boor 10 RE oo e eer sLs-P1
AAGTKM-B1 DF AAGTKM 3140 42.119 0.607 0.88% 1 4 08821 |10900,9803 4628, 8148, 147 YES SLS-P6
AAG1KM-B2 DF AAGTKM 4060 54.460 0.552 4.78% 1 1 09805 |10000,9803 4628, 148, 147 YES SLs-P8
AAG1KM-B3 DF AAGTKM 3160 42.388 0.526 0.98% 1 3 09435 | 10000, 9803 4628, 8148, 147 YES SLS-P10
AAGTKM-B4 DF AAGTKM 3080 41.315 0.676 1.49% 1 4 09563 |10000,803 4628, 148, 147 YES SLS-P13
FRAME
N 10000,1000, 100, 10, 1.0, no points between 10 - FAL.373.SLS2.A1.2006
FAL.3T3.A1.MY.200603 RF AABTMY 1290 17.304 0.745 1.93% 0 1 09580 |00 s 10 RE oo eeer s
no points between 10 -
FAL.3T3.MY.A2.27.06.03 RF AABTMY 9440 126626 | 0511 2.94% 0 2 0.7401 ?238' ggﬁoéggsgbgsgo, 147 NO  |50%; low r2; range EQL'SR'S"S'AZ'”'UG'
i ’ ’ finder
20000, 13600, 9260, PG fale: 10 bointe
FAL.3T3.MY.B1.04.07.03 DF AABTMY 4470 59.960 0.551 2.97% 0 4 09514 |6300, 4280, 2910, 1980, |  1.47 NO ils; no poi FAL.3T3.5LS.04.07.03
1350 between 10 - 50%
15000, 10204, 6942,
FAL.3T3.B2.MY.11.07.03 DF AABTMY 4350 58.350 0.583 0.25% 1 4 09622 |4722, 3212, 2185, 1487, |  1.47 YES FAL.3T3.5LS.11.07.03
1011
15000, 10204, 6942,
FAL.3T3.B3.MY.18.07.03 DF AABTMY 4760 63.850 0.499 0.50% 2 2 00202 |4722,3212, 2185, 1487, |  1.47 YES FAL.3T3.5LS.18.07.03
1011
FAL.3T3.B4.MY.25.07.03 DF AABTMY 4740 63.581 0478 6.48% 1 2 09631 | 100007019, 5633, 25T 133 YES FAL.3T3.5LS.25.07.03
FAL.3T3.B5.MY.070803 DF AABTMY 3440 46.144 1.263 6.60 3 5 09364 | 10000, 9802 4627, 148, 147 NO  |PC fails FAL.3T3.5LS.070803
FAL.3T3.B6.MY.080803 DF AABTMY 1160 15.560 0432 11.91 5 2 06458 | 10000, 9902 4627, 8148, 147 NO  |PC fails; low r2 FAL.3T3.5LS.080803
FAL.3T3.MY.B7.120903 DF AABTMY 1920 25.755 0.629 1.58 4 2 09144 | 100007519, 5633, 2251 133 YES FAL.3T3.5LS.120903
FAL.3T3.MY.B8.180903 DF AABTMY 3450 46.278 0.367 6.74 3 5 08706 |10000, 7519, 5633, 4251, 45 YES FAL.3T3.5LS.180903

3196, 2403, 1807, 1358
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Experiment I.D. Assay . (ug/mL) c of right/left ; ; - Dilution | Acceptable Rationale for -
Chemical I.D. " 1C50 (mM, ontrol Points Points (from Y - Notes Positive Control 1.D.
3T3 Cells Type' Decimal (i) (ve) VC from 0-50 % | 50-100%| PRISM)® Dilutions  (ug/mL) Factor® Tests® Unacceptability
Format oD? mean VC?
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Mean .
Expetimentins Assay Chemical 1.D. (ngfr?l‘) IC50 (mM) gz:i::l:' 3:;.:;’:2; Nl:’m°:’"et;°f Nl:’m°:’"et;°f (ff:m iluti Y PN | Al Rationaleifoy Notes Positive Control I.D
3T3 Cells Type' -2 [;i‘.:-i:':tl V) \' from3 0-50% |50-100%| PRISMY® Dilutions  (ug/mL) Factor® Tests® Unacceptability =
oD? mean VC
POTASSIUM CYANIDE
Ivs
Al RF AABTKW 255 0.392 0.116 99.22% 1 5 0.9238 sﬂﬁ%%]f’g%&fo' 10.1, 10 RF  |range finder i%og%sf%ﬁ}?%%%\g: SLS-A5
YSIS; Vi 1lIty Issues.

B1 DF AABTKW 19.8 0.304 0.403 7.47% 3 3 0.9494 13,05,61%.72',4;%,%598% 15 YES plate sealer used SLs-B4
B2 DF AABTKW 18.9 0.291 0.366 0.25% 5 3 0.9756 13,05,61%,72',4;%,%5%% 15 YES SLS-B7
B3 DF AABTKW 17.9 0275 0.408 5.75% 5 3 0.9767 13,05,61%,72',4;%,%5%% 15 YES SLS-B8
ECBC
AAGTMN-AT RF AAGTMN 421 6.461 0.085 0.69% 1 6 0.9516 sﬂﬁ%%]f’g%&fo' 10,1, 10 RF  |range finder pptin 1X C1 SLS-P49
AABTMN-B1 (sealer) DF AAGTMN NA NA 0.125 6.06% 7 0 NA ;gﬂ’?é1g??2‘g?ﬁb‘}72‘ 147 NO 1’6%5,}:’;";2 ?:itl‘gee" 50- | bptin 1X C1-C5 SLS-P52
AABTMN-B2 (sealer) DF AAGTMN NA NA 0.434 3.69% 0 8 NA igf’é,?&?f&?ﬁ& 147 NO gg‘z"i”'s between 0 - SLS-P62
AABTMN-B3 (sealer) DF AAGTMN 196 0.301 0325 1.90% 3 5 0.9619 1?5,?%,211.&,10941? 215 YES SLS-P64
AAGTMN-B4 (sealer) DF AAGTMN 13.9 0213 0435 9.17% 3 5 0.9485 1?5,?%,211.&,10941? 215 YES g‘;‘ in 2X C1-C2; pptin 1X C1- | o pgg
AABTMN-BS (sealer) DF AAGTMN 125 0.192 0.446 0.73% 3 5 0.8689 1?5,?%,211.&,10941? 215 YES SLS-P68
FRAME
FAL.3T3.GP.A1.21.10.04 RF AAG1GP 153 2.357 0029 | 97.12% 0 0 0.9807 1%’,0(?.'1,139(?1',1&8610' 10 RF Lae’:\?vzgr’:%ﬁ;o’gﬂ&p°ims pptin 1X C1 FAL.3T3.5LS.21.10.04
FAL.3T3.GP.B1.11.11.04 DF AABIGP 219 3.360 0203 | 10.87% 8 0 0.8961 ;32,"5?3%223' 565,467, 129 NO |70 boints between 50- ggg,”e15>&,/co1f;‘f§n"yii§litcy Mot | EAL3T3.5LS.10.11.04
FAL.3T3.GP.B2.26.11.04 DF AAG1GP 253 3.884 0.184 5.76% 2 6 0.3284 ggg: 14;3?'1 gg?fg 1.21 YES FAL.3T3.5LS.26.11.04
FAL.3T3.GP.B3.09.12.04 DF AAG1GP 172 2638 0195 | 2257% 6 1 0.6436 ggg: 1“;33"1 ggyszzz' 1.21 NO  |% VC difference >15 FAL.3T3.5L5.00.12.04
FAL.3T3.GP.B4.10.12.04 DF AAG1GP 106 1,634 0.236 5.84% 4 2 0.5610 ?gg: gg%?s'ézm, 160 433 YES FAL.3T3.5LS.10.12.04
FAL.3T3.GP.85.15.12.04 DF AAG1GP 17 1.804 0.126 2.18% 4 4 0.6827 ?gg: gg%?s'ézm, 160 433 YES FAL.3T3.5LS.15.12.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
Al RF AABTML 406 1.492 0.421 5.01% 0 1 0.9614 [1)010%0,010%01100, 10,1, 10 RF  |range finder SLS-A4
B1 DF AABTML 453 1,666 0.485 3.11% 1 1 09213 | 1000, 114 519,364,200, 44 YES SLS-B4
B2 DF AABTML 485 1.786 0.400 0.77% 1 0 0.8992 1320'1;;452190' 364,260, 44 NO ’1‘8&2'”'3 between 50- | iiiers removed bySD SLs-B7
. 1000, 714, 510, 364, 260,
B3 DF AABTML 528 1.944 0.453 4.01% 1 1 o702 |100% TH0 14 YES SLs-B8
plates read 15-16 hr late;
B4 DF AABTML 511 1.878 0.457 3.83% 3 1 0.9248 1830'3323'2‘7584' 579,482, 4, YES orignial reading used wrong | SLS-B11
’ ’ OD wavelength
ECBC
AABTKC-AT RF AABTKC 363 1.336 0.365 3.67% 0 1 0.9503 }%0(1’0'01 8?06 10%01' 10, 10 RF  |range finder SLS-P13
AABTKC-B1 DF AABTKC 406 1.495 0499 | 11.41% 3 3 09929 | 190,080, 483,315,214, 4 47 YES SLS-P37
AAG1KC-B2 DF AABTKC 412 1516 0.392 0.00% 4 1 09682 | 300 St 249.452.373, | 4 9 YES SLS-P40
AAG1KC-B3 DF AABTKC 383 1.409 0528 4.19% 3 1 09813 | 300 S8 249.452.373, | 4 9 YES SLS-P41
FRAME
o, 10000, 1000, 100, 10, 1, range finder; no points
FAL.3T3.GV.A1.10.09.04 RF AABIGY 550 2022 0582 | 1163% 2 0 08758 |00 o bon 10 RF |range finder no bor FAL.3T3.5LS.10.09.04
FAL.3T3.GV.B1.16.09.04 DF AABIGY 423 1.555 0.367 5.86% 4 0 08061 | 1000, 752 595,425,320, 4 33 NO |70 boints between S0 o ier removed by SD FAL.3T3.SLS.16.09.04
FAL.3T3.GV.B2.23.09.04 DF AABIGY 433 1,501 0.405 3.52% 1 1 04667 | 300 1o 32,282.23%, | 4 9 YES FAL.3T3.5LS.23.00.04
. 750, 620, 512, 423, 350, ©5-C8 show % viabilities
FAL.3T3.GV.B3.14.10.04 DF AABIGY 426 1.566 0.340 7.26% 3 1 05102 |00 o oo 1.21 YES o potlor romovod by |FAL3T3.SLS.14.10.04
o, 750, 620, 512, 423, 350, 4 concentrations with values
FAL.3T3.GV.B4.04.11.04 DF AABIGY 435 1.599 0.238 1.58% 3 1 04580 |00 O o 1.21 YES 4 oo FAL.3T3.SLS.04.11.04
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
ZpanmeniiLLs i ug/m Control Points Points from fra EULREID T iti
3T3 Cells Type' Chemical I.D. Decimal 1C50 (mM) VC from ( Dilutions  (ug/mL)’ Factor® Tests® Unacceptabili Notes Positive Control I.D.
yp! (VC) 4 5 6
Format 2| 0-50%"* |50-100 %°| PRISM)
oD? mean VC
vs
Al RF AAB1GC NA NA 0.486 1.76% 0 8 NA | 10000, 1000, 100 10. . 10 RF  |range finder SLS-A1
A1 with plate cover RF AAB1GC 4380 72.879 0.421 6.01% 1 6 0.8257 [1)9‘0%0610g%()1100’ 10.1, 10 RF range finder SLS-A1
100000, 62500, 39063,
B1 DF AAB1GC 11000 183.028 0.082 89.61% 3 1 0.8759 |24414, 15259, 9537, 1.6 NO % VC difference > 15 SLS-B1
5960, 3725
100000, 62500, 39063,
B1 with plate cover DF AAB1GC 6280 104.493 0.216 15.53% 4 1 0.9691 |24414, 15259, 9537, 1.6 NO % VC difference > 15 SLS-B1
5960, 3725
100000, 62500, 39063,
B2 DF AAB1GC 9620 160.067 0.098 87.70% 3 1 0.9420 |24414, 15259, 9537, 1.6 NO % VC difference > 15 SLS-B2
5960, 3725
100000, 62500, 39063, 1o points between 50 -
B2 with plate cover DF AAB1GC 3160 52.579 0.404 2.68% 5 0 0.9710 | 24414, 15259, 9537, 1.6 NO poi w SLS-B2
99.9%
5960, 3725
50000, 33333, 22222, 9% VC difference > 15:
B3 DF AAB1GC 11200 186.356 0.223 61.18% 4 2 0.8927 |14815, 9877, 6584, 4390, 1.5 NO Pan a ’ SLS-B3
2026 ails
50000, 33333, 22222,
B3 with plate cover DF AAB1GC 4280 71.215 0.525 6.06% 5 1 0.9764 | 14815, 9877, 6584, 4390, 1.5 NO PC fails SLS-B3
2926
20500, 14643, 10459, % VC difference > 15;
B4 DF AAB1GC 16600 276.206 0.230 22.95% 0 6 0.6865 (7471, 5336, 3812, 2723, 1.4 NO no points between 0.1 - SLS-B4
1945 50%; low r2
20500, 14643, 10459,
B4 with plate cover DF AAB1GC 4690 78.037 0.418 15.64% 4 3 0.9516 7471, 5336, 3812, 2723, 1.4 NO % VC difference > 15 SLS-B4
1945
20000, 14286, 10204,
B5 with plate cover DF AAB1GC 3940 65.557 0.432 3.99% 5 3 0.9607 |7289, 5206, 3719, 2656, 1.4 YES SLS-B5
1897
20000, 14286, 10204,
B6 with plate cover DF AAB1GC 4260 70.882 0.344 2.04% 5 3 0.9911 | 7289, 5206, 3719, 2656, 1.4 YES SLS-B6
1897
20000, 14286, 10204 low r2; study director
B7 with plate cover DF AAG1GC 5860 97.504 0.344 9.77% 4 4 0.6186 | 7289, 5206, 3719, 2656, 14 NO  |alsorejected due to SLS-B7
1897 excessive well to well
variability
20000, 14286, 10204,
B8 with plate cover DF AAB1GC 4130 68.719 0.452 0.86% 5 3 0.9399 |7289, 5206, 3719, 2656, 1.4 YES SLS-B8
1897
for research; gives
. 20000, 14286, 10204 '
B8 with DYNEX plate cover - o ; L ; lower OD values than
for research only DF AAB1GC 3210 53.411 0.347 1.34% 6 2 0.9369 :ggg 5206, 3719, 2656, 1.4 NO the EXCEL plate SLS-B8
sealers
ECBC
_ o 10000, 1000, 100, 10, no points between 10 - | . . .
AAB1JL-A1 RF AAB1JL NA NA 0.405 7.48% 0 0 NA 1.0,0.1, 0.01, 0.001 10 RF 90: range finder high volatility SLS-P1
_ ® 100000, 10000, 1000, % VC difference > 15; . " .
AAB1JL-A2 RF AAB1JL NA NA 0.19 62.97% 1 2 NA 100, 10. 1.0, 0.1, 0.01 10 RF range finder high volatility SLS-P3
50000, 34014, 23139, PC fails: % VC
AAB1JL-B1 DF AAB1JL NA NA 0.133 75.92% 3 2 NA 15740, 10707, 7284, 1.47 NO di 's; % high volatility SLS-P9
4955, 3370 ifference > 15
50000, 34014, 23139, PC fails: % VC
AAB1JL-B2 DF AAB1JL NA NA 0.119 75.18% 4 1 NA 15740, 10707, 7284, 1.47 NO di 's; % high volatility SLS-P11
4955, 3370 ifference > 15
50000, 34014, 23139,
AAB1JL-B3 sealer DF AAB1JL NA NA 0.256 30.03 4 1 NA 15740, 10707, 7284, 1.47 NO % VC difference > 15 | high volatility SLS-P17
4955, 3370
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment I.D. . ug/m Control Points Points from L ationale tor e
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
oD? mean VC
34014, 23139, 15740,
AAG1JL-B4 sealer DF AABTIL NA NA 0.446 1953 7 1 NA  |10707,7284,4955,3370,| 147 NO  |% VC difference > 15 | high volatility SLS-P19
2293
20000, 13605, 9255, % VC difference > 15;
AAB1JL 6296, 4283, 2914, 1982, 1.47 NO no points between 0 -50 SLS-P20
AAG1JL-B6 DF NA NA 0.204 46.32 0 4 NA  |1348 %
20000, 13605, 9255,
AAGTIL 6296, 4283, 2014, 1982, |  1.47 NO  |% VC difference > 15 SLS-P20
AAG1JL-BS5 sealer DF NA NA 0117 67.16 5 2 NA  |1348
20000, 13605, 9255,
AAGTIL 6296, 4283, 2014, 1982, |  1.47 NO  |% VC difference > 15: sLs-P21
AAG1JL-B7 sealer DF NA NA 0475 1559 5 3 NA  |1348 nor2
20000, 13605, 9255,
AAGTIL 6296, 4283, 2014, 1982, |  1.47 NO  |% VC difference > 15 SLs-P21
AAG1JL-BS sealer DF NA NA 0373 3151 5 2 NA  |1348
15000, 10204, 6942,
AABTIL 40.599 4722, 3212, 2185, 1487, | 1.47 YES SLs-P22
AAG1JL-BY _sealer DF 2440 0.324 0.26 5 3 09415 | 1011
15000, 10204, 6942,
AABTIL 46.256 4722, 3212, 2185, 1487, | 1.47 YES SLS-P23
AAG1JL-B10 _sealer DF 2780 0.214 11.21 5 3 09572 | 1011
15000, 10204, 6942,
AABTIL 45.092 4722, 3212, 2185, 1487, | 1.47 NO  |% VC difference > 15 SLs-P24
AAG1JL-B11_sealer DF 2710 0171 16.20 5 3 0.9661 | 1011
FRAME
PC fails; no points
AING190603 RF AAGING > 10,000 NA 0.965 0.22% 0 8 0.0127 (1’010%06110%%3?0' 10,101 4o RF  |between 10 -50%; low A1SLS190603
T r2; range finder
VC difference greater
. 100000,10000,1000, 100, than 15%; no points FAL.3T3.5LS.A2.26.06.
F_L.3T3.NG.A2.26.06.03 RF AAGING 11700 | 194676 | 0251 | 42.34% 0 2 07469 | ;00201000 10 RE o0 o o0 o
low; range finder
50000, 23256, 10817, .
FAL.3T3.NG.B1.03.07.03 DF AAGING 92500 | 1539.101 | 0.404 12.52% 0 2 05706 | 3031, 2340, 1088, 506, 215 NO 28_"0'”'3 between 10 - FAL.3T3.5LS.B1.03.07.
235 ; 12 too low 03
100000, 68027, 46277, % VC differonce > 15
FAL.3T3.B2.NG.10.07.03 DF AAGING NA NA 0157 | 56.97% NA NA NA  |31481, 21416, 14568, 1.47 No |#VCd > |high volatility FAL.3T3.5LS.10.07.03
9911, 6742 range finder
50000, 34014, 23139, No points between 0 &
FAL.3T3.NG.B3.120903 DF AAGING 34900 | 580.699 | 0.251 42.34 0 2 0.7468 |15741, 10708, 7284, 1.47 NO |50%viability; low r2; FAL.3T3.5LS.120903
4955, 3371 %VC difference > 15
50000, 34014, 23139,
FAL.3T3.NG.B5.180903 plate | AAGING 3900 64.802 0417 346 4 1 09517 |15741, 10708, 7284, 1.47 YES FAL.3T3.5LS.180903
sealer
4955, 3371
50000, 34014, 23139,
FAL.3T3.NG.B5.180903 DF AAGING 5940 98.835 0.366 8.45 5 2 0.9380 |15741, 10708, 7284, 1.47 NO  |Mineral ol FAL.3T3.5LS.180903
mineral oil
4955, 3371
50000, 34014, 23139,
FAL.3T3.NG.B6.190903 plate | AAGING 4570 76.040 0.258 17.26 5 1 0.8993 |15741, 10708, 7284, 1.47 NO  |%VC difference > 15 FAL.3T3.5LS.190903
sealer
4955, 3371
50000, 34014, 23139,
FAL.3T3.NG.B6.190903 DF AAGING 4740 78.869 0.384 7.46 5 2 09301 |15741, 10708, 7284, 1.47 NO  |Mineral ol FAL.3T3.5LS.190903
mineral oil
4955, 3371
20000, 13605, 9255,
FAL.3T3.NG.B7.25.09.03 DF AAGING 4130 68.719 0.347 1058 3 4 09244 |6296,4283, 2914, 1982, |  1.47 YES FAL.3T3.5LS.250903
plate sealer 1348
20000, 13605, 9255,
FAL3TS.NG.88.:25.09.03 DF AAGING 4220 70.216 0.361 7.83 4 4 09513 |6296, 4283, 2914, 1982, |  1.47 NO  |Mineral oil FAL.3T3.5LS.250903
1348
20000, 13605, 9255,
FAL.3T3.NG.B8-03-10-03 DF AAGING 3880 64.559 0.510 239 5 3 09519 |6296, 4283, 2914, 1982, |  1.47 YES FAL.3T3.5LS.031003

plate sealer

1348
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle zlgzl;ftll‘l‘;:t pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
3T3 Cells Type' Chemical I.D. Decimal 1C50 (mM) (VC) VC from . . ( . Dilutions  (ug/mL)’ Factor® Tests® Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
oD? mean VC
Ivs
A1 Preliminary RF AAG1GU 193 0.065 0.320 5.15% 0 1 09764 | JO00 10010 LT 10 RF  |range finder SLS-A1
1000, 559.5, 313.0,
B1 DF AAG1GU 211 0.071 0.384 7.68% 1 1 0.9906 ];%%@%?;;fe'd?%gé g 17 YES SLS-B1
wrong dilution scheme]
100, 56.2, 31.6, 17.8, No points between 10
B2 DF AAG1GU 19.7 0.067 0.386 4.75% 0 1 09834 | 100 S e o 1.78 No | Nopor SLs-B2
B3 DF AAB1GU 136 0.046 0.484 431% 1 4 09443 |10% 502,316,178 1.78 YES SLS-B3
B4 DF AAG1GU 183 0.062 0.444 0.43% 1 3 09816 | 105 T3 E TS 1.78 NO  |PC failed SLS-B4
B5 DF AAB1GU 18.2 0.062 0.319 0.94% 1 2 09927 |10% 52,316,178 1.78 YES SLS-B5
ECBC
ECBC-3T3-b-01 AAG1KH- 1000, 100, 10, 1, 0.1, .
o RF AAGTKH 175 0.059 0.279 6.15% 0 1 08598 | 00000010 0to0s 10 RF  |range finder SLs-P1
ECBC-3T3-1b-02 100, 68, 46.3, 315, 214, .
yvemnio DF AAGTKH 1.4 0.039 0.204 1.02% 2 2 09384 | 105 Totes 1.47 NO  |PC failed SLs-P3
ECBC-3T3-1b-03 100, 68, 46.3, 315, 214, .
oo DF AAGTKH 16.2 0.055 0.249 4.55% 1 2 09601 | 13% Tt 1.47 NO  |PC failed SLS-P4
ECBC-3T3-1b-04 . 50, 34, 23.1, 15.7, 10.7, :
oo DF AAGTKH 122 0.041 0476 | 16.18% 2 4 e 1.47 NO  |VC difference > 15% SLS-P5
ECBC-3T3-1b-05 50,34, 23.1, 15.7, 10.7,
vt DF AAGTKH 1.3 0.038 0.207 4.17% 2 4 oose3 |35 5 1.47 YES SLS-P7
ECBC-3T3-Ib-06 50,34, 23.1, 15.7, 10.7,
Jyvemifio DF AAGTKH 8.90 0.030 0474 9.70% 2 3 e 1.47 YES SLS-P9
ECBC-3T3-1b-07 50,34, 23.1, 15.7, 10.7,
R DF AAGTKH 18.7 0.063 0.306 3.70% 2 2 00475 |30 5 1.47 YES SLs-P12
ECBC-3T3-1b-08 50,34, 23.1, 15.7, 10.7,
jyvemmike DF AAGTKH 156 0.053 0.311 1.73% 2 2 oosag |35 52 1.47 YES SLS-P13
FRAME
A1 1b3T3RFOTFALNM RF AAGTNM 57.7 0.195 0413 | 12.84% 0 0 09454 | 100D 100 10 LT 10 RF  |range finder oS RTFALSLS
A2 1b3T3RFO2FALNM RF AAGTNM 0.022 0.000 0479 8.47% 1 3 09694 | 1000 100 10 LT 10 RF  |range finder T SIRTFALSLS
1b3T3DFO2FALNM DF AAGTNM 19.8 0.067 0.350 6.58% 1 3 08123 |35238%,15.20. 1102 1.47 NO  |PC failed IoSTSCRTFALSLS
1b3T3DFO2FALNM DF AAGTNM 231 0.078 0477 | 1031% 1 1 08691 |352%8%15.20. 1102 1.47 YES NR crystals in plate I TSCRTFALSLS
NR crystals in plate;
35,23.81, 16.20, 11.02, stopped after 1 h; no 1b3T3CRTFALSLS
1b3T3DFO2FALNM DF AAGTNM 23.9 0.081 0220 | 1361% 0 2 08821 | 3%L0 S 25 1.47 NO | ean 10 & s
50% viability; PC failed
35.000, 23.810, 16.197,
1b3T3DFOSFALNM DF AAGTNM 138 0.047 0.449 8.47% 1 3 0.9401 |11.018, 7.495, 5.099, 1.47 YES TS RTFALSLS
3.469, 2.360
1b3T3DFOSFALNM DF AAGTNM 333 0.113 0300 | 11.67% 1 2 08052 |35238%15.20. 1102 1.47 NO  |PC failed IpTSSRTFALSLS
1b3T3DFO7FALNM DF AAGTNM 8.80 0.030 0.538 9.69% 1 5 09020 |3%238%15.20. 1102 1.47 YES TS RTFALSLS
NR crystals in plate;
1b3T3DFOBFALNM A2650 DF AABTNM 152 0.051 0223 591% 1 4 0.8979 355'0235'8116 136;‘27(";;?2' 147 NO |stopped after 1 h; PC 1Z3J3§RTFALSLS
failed
35.000, 23.810, 16.197, .
1b3T3DFO9FALNM DF AABTNM 222 0.075 0.582 4.98% 1 0 0.9438 |11.018, 7.495, 5.099, 1.47 NO |gpoins between S0 & R SCRTFALSLS
3.469, 2.360 o Viabllity

1-64
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Mean .
1C50 g Difference
TR A5 Chemical 1D, | UIML) ficsy (mu) Contror | frightteft] NEELREE NERREST om | ; | Dilution |Acceptable|  Rationale for Notes Positive Control 1D
3T3 Cells Type' = Decimal (VC) VC from . . . Dilutions  (ug/mL) Eantar Tests® Unacceptability .D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
35.000, 23.810, 16.197,
1b3T3DF10FALNM DF AAGTNM 8.36 0.028 0426 | 12.59% 4 3 0.8917 |11.018, 7.495, 5.099, 1.47 YES S SCRTFALSLS
3.469, 2.360
35, 23.81, 16.20, 11.02, . 1b3T3CRTFALSLS
1b3T3DF11FALNM DF AAGTNM 185 0.063 0227 | 13.72% 1 4 08461 | 350500 Sar 296 1.47 NO  |r2<08 Nonmonotonic curve. s
IIvs
A1 RF AABTPX 19.4 0.108 0.451 0.06% 1 2 0.9659 (1)[%)010'0133'113'016001'1' 10 RF  |range finder pptin 2X C1 SLS-A2
C8 removed from PRISM by
B1 DF AAB1PX 192 0.106 0.445 3.97% 3 4 09395 |100,625 39.1,24.4, 16 YES SD due to the upswing of the | SLS-B5
15.3,9.54,5.96, 3.73 response curve at that conc.
B2 DF AABTPX 17.0 0.094 0.354 9.68% 4 4 og707 |120,625, 391, 244 16 YES SLS-B9
B3 DF AABTPX 15.0 0.083 0.368 7.51% 4 4 09675 |10 025,391, 244 16 YES SLS-B10
ECBC
AAG1PK-AT RF AAB1PK 22.9 0127 0.231 2.13% 1 2 09271 | 1000 100 10 LT 10 RF  |range finder pptin 2X C1 sLs-P7
AAG1PK-B1 DF AABTPK 182 0.101 0.561 6.97% 4 4 09533 |25 100452210, 215 YES SLS-P26
AAG1PK-B2 DF AABTPK 19.8 0.110 0.543 6.49% 4 4 09827 |25 100455, 21.0, 215 YES SLs-P28
AAG1PK-B3 DF AABTPK 218 0.121 0367 | 17.33% 3 5 09431 |25 100455210, 215 NO  |% VC difference > 15 SLS-P30
AAG1PK-B4 DF AABTPK 246 0.137 0.341 7.63% 2 5 098tz |15 100452210, 215 YES SLS-P32
FRAME
FAL.3T3.HT.A1.01/04/04 RF AAGTHT 735 0.408 0.229 5.88% 2 1 08795 | 1000 100 10 L 10 RF  |range finder pptin 2X C1-C2 FAL.3T3.5LS.01/04/04
FAL.3T3.HT.B1.20/04/04 DF AAGTHT 413 0.229 0.193 7.55% 1 4 07787 | (000 495,216,101, 215 YES NR crystals; high background | FAL.3T3.SLS.20/04/04
FAL.3T3.HT.B2.07/05/04 DF AABTHT 453 0.251 0.278 8.04% 4 2 09762 |30%233.708.503. 234, 515 YES FAL.3T3.5LS.07/05/04
FAL.3T3.HT.B3.20/05/04 DF AABTHT 68.7 0.381 0332 | 1050% 3 3 09633 |30% 22 708.503. 234 515 YES FAL.3T3.5LS.20/05/04




Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11 17 Mar 2006

3T3 NRU Test Chemical Data

Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGTMV 0.454 0.003 0.368 14.66% 2 3 0.9583 [1)010%0610%01100, 10,1, 10 RF  |range finder SLS-A5
SD removed 7 data points
3.00,2.00, 1.33, 0.889, from PRISM analysis;
B1 DF AABTMV 0.745 0.006 0418 | 1153% 3 3 09754 |0.593, 0.395, 0.263, 15 YES considered them outliers even | SLS-B4
0.176 though EXCEL macros did not
identify as such
3.00, 2.00, 1.33, 0.889,
B2 DF AABTMV 0.755 0.006 0414 5.16% 3 4 09674 |0.593, 0.395, 0.263, 15 YES SLS-B7
0176
3.00, 2.00, 1.33, 0.889,
B3 DF AABTMV 0.548 0.004 0.464 4.40% 4 4 0.9506 |0.593, 0.395, 0.263, 15 YES SLs-B8
0176
ECBC
AABTKA-AT RF AABTKA 0.483 0.004 0506 2.78% 3 3 0.9940 [1)010%0610%01100, 10,1, 10 RF  |range finder SLsS-16
10.0, 4.65, 2.16, 1.01,
AAGTKA-B1 DF AABTKA 0.482 0.004 0.565 4.68% 4 4 09795 |0.468,0.218,0.101, 215 YES SLS-P41
0.047
10.0, 4.65, 2.16, 1.01,
AAGTKA-B2 DF AABTKA 0.528 0.004 0.739 1.30% 2 4 0.9661 |0.468,0.218,0.101, 215 YES SLS-P43
0.047
10.0, 4.65, 2.16, 1.01,
AAGTKA-B3 DF AABTKA 0477 0.004 0.617 1.99% 2 4 09795 |0.468,0.218, 0.101, 215 YES SLS-P43
0.047
FRAME
o, 10000, 1000, 100, 10, range finder; no points .
FAL.3T3.GS.A1.21.10.04 RF AAB1GS 1.1 0.009 0.254 4.69% 0 3 09858 |1 001 00 Boor 10 RF  |[ange Inder o pptin 2X C1 FAL.3T3.5L5.21.10.04
o 10.0, 6.80, 4.63, 3.15, no points between 50- .
FAL.3T3.GS.B1.11.11.04 DF AAB1GS 0.678 0.005 0.731 1.75% 8 0 09745 |3 S O o, o 6e 1.47 NO  |fobo pptin 1X C1-C8 FAL.3T3.5LS.10.11.04
10.0, 4.65, 2.16, 1.01,
FAL.3T3.GS.B2.25.11.04 DF AAB1GS 0872 0.007 0.381 2.01% 3 1 09740 |0.468, 0.218, 0.101, 215 YES FAL.3T3.5LS.25.11.04
0.047
10.0, 4.65, 2.16, 1.01,
FAL.3T3.GS.B3.26.11.04 DF AAB1GS 1.07 0.008 0.299 7.88% 1 2 09795 |0.468,0.218,0.101, 215 YES outliers removed bySD FAL.3T3.5L5.26.11.04
0.047
10.0, 4.65, 2.16, 1.01,
FAL.3T3.GS.B4.02.12.04 DF AAB1GS 238 0.018 0232 | 12.64% 2 2 0.9073 |0.468, 0.218, 0.101, 215 YES (FSAV'V?T3'S"S'°2'12'°4
0.047
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAB1PE 3400 58.249 0.474 1.86% 1 6 0.9680 | 0000, 1000, 100, 10,1, 10 RF  |range finder SLS-A3
0.1, 0.01, 0.001
. 10000, 7143, 5102, 3644, y
B1 DF AAG1PE 5160 88.367 0.496 1.02% 2 6 09548 |00 L e oty 14 YES SLS-B4
20000, 13333, 8889,
B2 DF AAG1PE 5120 87.557 0.391 6.63% 3 3 09651 |5926, 3951, 2634, 1756, 15 YES SLS-B7
171
20000, 13333, 8889,
B3 DF AAG1PE 4350 74.352 0.450 5.91% 2 4 09484 |5926, 3951, 2634, 1756, 15 YES SLs-B8
171
ECBC
AABTIW-AT RF AABTIW 4140 70.842 0.365 0.96% 1 6 0.9393 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder SLS-11
] . 10000, 6803, 4628, 3148, y
AABTIW-B1 DF AABTIW 5050 86.355 0.538 7.42% 2 6 00446 |0 e a7 1.47 YES sLs-27
] . 10000, 6803, 4628, 3148, y
AAGTIW-B2 DF AABTIW 4720 80.777 0.449 8.39% 2 6 00401 |0 O s a7 1.47 YES SLS-29
] . 10000, 6803, 4628, 3148, y
AAG1JW-B3 DF AABTIW 4600 78.757 0519 5.06% 2 6 00389 |50 e a7 1.47 YES SLS-P31
FRAME
FAL.3T3.FM.A1.21.05.04 RF AABTFM 3540 60.574 0.396 0.86% 1 4 0.9371 [1)010%0610%01100, 10,1, 10 RF  |range finder FAL.3T3.SLS.21.05.04
FAL.3T3.FM.B1.04.06.04 DF AAGTFM 3010 51.557 0452 | 18.08% 2 3 08138 |20000,3992 43272012, 215 NO  |% VC difference > 15 FAL.3T3.5LS.04.06.04
. 20000, 9302, 4327, 2012,
FAL.3T3.FM.B2.17.06.04 DF AAGTFM 4500 76.964 0.538 0.15% 2 6 09728 | 20000 002 e 215 YES FAL.3T3.5LS.17.06.04
. 20000, 9302, 4327, 2012,
FAL.3T3.FM.B3.08.07.04 DF AAGTFM 4010 68.595 0322 7.57% 2 4 o961 | 000 o e 215 YES FAL.3T3.5LS.08.07.04
. 20000, 9302, 4327, 2012,
FAL.3T3.FM.B4.09.07.04 DF AAGTFM 4520 77.320 0.384 3.06% 2 3 07556 |20 e oy e s 215 YES FAL.3T3.5L5.09.07.04
FAL.3T3.FM.B5.16.07.04 DF AAGTFM 5470 93.603 0.399 4.36% 1 3 0931 |20000, 9302 4327, 2012, 5 45 YES FAL.3T3.5LS.16.07.04

936, 435, 202, 94.2




Draft In Vitro Acute Toxicity Test Methods BRD: Appendix 11

3T3 NRU Test Chemical Data

17 Mar 2006

Mean .
E i t1.D. Assay (IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC

Ivs

Al RF AAB1FP 0.642 0.002 0.380 557% 1 1 0.9860 | 0000, 1000, 100,10, 1, 10 RF  |range finder SLS-A4
0.1,0.01, 0.001
3.00, 2.00, 1.33, 0.889,

B1 DF AAGTFP 0.548 0.002 0.502 2.42% 5 3 09910 |0.593, 0.395, 0.263, 15 YES SLS-B4
0176
247,165, 1.10,0.733,

B2 DF AAGTFP 0.527 0.002 0435 0.54% 4 4 09751 |0.489,0.326, 0.217, 15 YES SLS-B7
0.145
3.00, 2.00, 1.33, 0.889,

B3 DF AAGTFP 0.455 0.002 0.449 3.30% 5 3 09931 |0.593, 0.395, 0.263, 15 YES SLs-B8
0176

ECBC

AABINT-A1 RF AABINT 0.561 0.002 0.291 2.92% 2 1 0.9850 1?(1)038?0610%01' 10, 10 RF  |range finder SLS-P12
6.00, 2.79, 1.30, 0.604,

AAGINT-B1 DF AAGINT 0.555 0.002 0438 5.78% 4 4 09835 |0.281,0.131, 0.061, 215 YES SLS-P32
0.028
6.00, 2.79, 1.30, 0.604,

AAGINT-B2 DF AABINT 0.550 0.002 0.409 9.10% 4 4 09713 |0.281,0.131, 0.061, 215 YES SLS-P34
0.028
6.00, 2.79, 1.30, 0.604,

AAGINT-B3 DF AAGINT 0.703 0.002 0.654 1.90% 3 5 09871 |0.281,0.131, 0.061, 215 YES SLS-P36
0.028

FRAME

o, 10000, 1000, 100, 10, 1, range finder; no points
FAL.3T3.HK.A1.10.09.04 RF AABTHK 0.871 0.003 0496 | 11.79% 5 0 o710 |00 0 bon 10 RF |range finder; no por FAL.3T3.5LS.10.09.04
o, 10.0,4.7,2.2,1.0,0.5, no points between 0 -

FAL.3T3.HK.B1.16.09.04 DF AABTHK NA NA 0.343 4.69% 0 0 NA L o 215 No  |hopa FAL.3T3.5LS.16.09.04
7,00, 0.680, 0.463, 0.315,

FAL.3T3.HK.B2.23.09.04 DF AABTHK 0.388 0.001 0.367 3.41% 2 1 09713 [0.214, 0.146, 0.099, 1.47 YES FAL.3T3.5LS.23.09.04
0.067
1.00, 0.752, 0.565, 0.425,

FAL.3T3.HK.B3.14.10.0404 | DF AABTHK 0.864 0.003 0.340 3.67% 1 7 09167 [0.320,0.240, 0.181, 1.33 YES FAL.3T3.5LS.14.10.04
0.136
1.00, 0.752, 0.565, 0.425,

FAL.3T3.HK.B4.04.11.04 DF AABTHK 0.719 0.002 0.265 8.67% 2 3 0.7857 [0.320,0.240, 0.181, 1.33 YES FAL.3T3.5LS.04.11.04

0.136
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGTHF 59.2 1.410 0526 0.64% 1 3 0.9854 stzo%oblog%ouoo, 10,1, 10 RF  |range finder SLS-A1
B1 DF AABTHF 86.7 2.065 0.391 0.28% 2 4 og78g | 1000 555 399 171, 18 YES SLS-B1
. 1000, 556, 309, 171,
B2 DF AAGTHF 755 1.798 0512 5.46% 3 3 0.9857 |00 3o 204 103 18 YES sLs-B2
N 1000, 556, 309, 171, .
B3 DF AAGTHF 714 1.700 0.541 9.13% 2 2 09894 | o200 0 0% o 18 NO  |PC fails SLs-B3
. 1000, 556, 309, 171,
B4 DF AAGTHF 83.8 1.996 0.465 2.42% 3 3 0.9676 |00 3 204 103 18 YES sLs-B4
ECBC
PC fails; no points
AABTMG-A1 RF AAGTMG 61.7 1.469 0.361 7.05% 0 0 0gseg | 19090, 1000 199,70 10 RF  |between 10 - 90%; SLs-P2
e range finder
] N 200, 136.1, 92.6, 63.0, ]
AAGTMG-B1 DF AAGTMG 59.7 1.422 0.597 4.34% 1 2 09567 |30% N w156 1.47 YES SLs-P6
- - 100, 82.6, 68.3, 56.4, !
AAGTMG-B2 DF AAGTMG 56.8 1.353 0.566 1.90% 3 4 053 |,0% %20 0% s 1.21 YES sLs-P7
- : 100, 82.6, 68.3, 56.4, !
AAGIMG-B3 DF AAGTMG 675 1,608 0522 6.32% 3 2 oss6 |,0% %20 0% e 1.21 YES SLS-P10
FRAME
N 10000,1000, 100, 10, 1.0, no points between 50 - FAL.37T3.SLS2.A1.2006
FAL.3T3.A1.RH.200603 RF AAGTRH 208 4.954 0.716 0.48% 1 0 09733 |00 10 RE oo e eer s
N 150, 102.0, 69.4, 47.2, FAL.37T3.5LS.A2.27.06.
FAL.37T3.B1.RH.27.06.03 DF AAB1RH 102 2429 0425 2.23% 2 1 ootte |150 1020 B s 1.47 YES s
FAL.3T3.B2.RH.04.07.03 DF AABTRH 85.9 2.046 0.568 0.12% 2 1 09433 | 300,204 139,944,642, 4 47 NO  |PC fails FAL.3T3.5LS.04.07.03
FAL.3T3.B3.RH.11.07.03 DF AABTRH 76.0 1.810 0.575 3.23% 2 1 09762 | 300,204 139,944,642, 4 47 YES FAL.3T3.5LS.11.07.03
FAL.3T3.B4.RH.18.07.03 DF AABTRH 10 2620 0.552 4.70% 2 1 09301 |300, 204 139,944,642, 447 YES FAL.3T3.5LS.18.07.03
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Mean .
1C50 g Difference
TR A5 Chemical 1D, | UIML) ficsy (mu) Contrar | ot rigttett Mgt N rom | i ; | Dilution |Acceptable|  Rationale for Notes Positive Control 1D
313 Cells Type' © | Decimal (vc) | VCfrom o4 s o | Dilutions (ug/mL)" | co oo | Tests® Unacceptability -
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
VC1 ODs < VC2 ODs; VC1
Al RF AAB1RD 310 4471 0414 | 28:60% 1 4 0.9878 stzo%oblog%ouoo, 10.1, 10 RF  |range finder removed from subsequent | SLS-A1
R analysis; volatility issues.
o, 1000, 667, 444, 296, 198, no points between 0 -
B1 DF AAG1RD NA NA 0.464 1.53% 0 5 NA 1000 s 15 NO |oP sLs-B4
B1 (should be B2) DF AAG1RD 1110 14.866 0425 2.24% 2 1 0.9708 ;gggoagggaggg%ggm 14 YES plate sealer used SLs-B6
plates read 15-16 hr late;
o, 10000, 7143, 5102, 3644, orignial reading used wrong .
B3 DF AAG1RD 1600 21,537 0.446 5.64% 3 2 08810 |00 L e oty 14 YES O v et g |sLsB11
used
B4 DF AAG1RD 2170 20.187 0.404 9.58% 2 6 08825 | Fo0o 207, 2047, 1458, 14 YES SLS-B12
B5 DF AAB1RD 3140 42.188 0.431 0.64% 1 3 0.9519 ‘1‘32(1" 52‘5‘7552’4;7;458' 14 YES plate sealer used SLS-B15
ECBC
AABTHE-A1 RF AABTHE NA NA 0.241 44.19% 1 1 0.0000 (1)0100(?610(30601100'10' 1, 10 RF  |range finder SLs-P3
AAGTHE-A2 RF AABTHE 600 8.057 0.409 0.71% 1 1 0.6930 (1)00010'0183'11 00' Sbgf’ 10 RF  |range finder SLS-P17
AAGTHE-B1 DF AABTHE 728 9.777 0.418 6.56% 2 6 09476 | 1000,826, 583,565,467, 4 59 YES SLs-P19
AAGTHE-B2 DF AABTHE 802 10.769 0.550 3.94% 3 5 08389 | 1210, 1000, 826, 683, 1.21 YES SLs-P22
AAGTHE-B3 DF AABTHE 940 12.624 0.603 331% 2 5 09363 | 1210, 1000, 826, 683, 1.21 YES SLs-P23
FRAME
FAL.3T3.LU.A1.00/01/04 RF AABILU 1060 14295 | 0483 0.62% 0 1 09323 | 10D 1000, 100.10.1, 10 RF  |range finder FAL.3T3.5LS.00/01/04
FAL3T3.LU.A2.16.01.04 DF AAGILU 391 5.250 0.897 4.13% 3 5 07288 | 10000, 4651, 2163, 1006, 5 45 YES FAL.3T3.5LS.16/01/04
468, 218, 101, 47.1
5000, 2325.6, 10817,
FAL3T3.LU.B1.23.01.04 DF AAGILU 1090 14.696 0.505 7.27% 1 2 09546 |503.1,234.0,108.8, 506,  2.15 YES FAL3T3.23-01-04
235
5000 3401, 2314, 1574 steep toxicity curve; will adjust
FAL3T3.LU.B2.30.01.04 DF AAGILU 935 12.566 0.401 11.07% 3 2 09787 | 3000 3301 2318 0974 | 147 YES concentrations for B3 to 2500 | FAL.3T3.5LS.20/01/04
, s s ug/ml (1.47 dil)
5000, 3401, 2314, 1574, %VC difference >15;
FAL3T3.LU.B3.06-02-04 DF AAG LU 923 12393 0.361 18.60% 1 3 0.9557 »3401, 2314, 1574, | 4 47 NO |possible volatility VC1 ODs lower than VC2 ODs | FAL.3T3.SLS.06/02/04

1071, 728, 496, 337

problem
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
ormal oD? mean VC
Ivs
A1 RF AAB1GX 24.9 0.186 0.341 1.34% 1 4 0.9800 |100: 10,1, 0.1, 0.01, 10 RF |range finder tin 1X C1 and 2X C1 SLS-A5
: : : : : 0.001, 0.0001, 0.00001 9 pp
B1 DF AAB1GX 19.7 0.147 0435 3.04% 5 3 0.9762 1308' 6163'72' 4;'74é "?g 15 YES pptin 2X C1; pptin 1X C1-C3 |SLS-B6
ppt in 2X C1-C4; plates read
B2 DF AAB1GX 37.9 0.283 0472 1.09% 3 5 0.9774 1308' 6163'72' 4;'74é "?g 15 YES 15-16 hr late; orignial reading | SLS-B11
oTe e used wrong OD wavelength
B3 DF AABIGX 80.2 0.598 0349 | 13.14% 1 4 09617 |10% 057444, 295 15 YES ppLin 2X C1-C2; pptin X C1- g1 .12
B4 DF AAB1GX 60.1 0.449 0509 1.26% 2 6 0.9495 1308' 6163'72' 4;'74é "?g 15 YES pptin 2X C1 SLS-B15
ECBC
] 1000, 100, 10, 1, 0.1, . pptin 2X C1; pptin 1Xin C1-
AAG1LZ-AT RF AABILZ 55.3 0413 0.544 0.17% 1 4 09689 | o 000 oo 10 RF |range finder A sLs-15
AAG1LZ-B1 DF AABILZ 49.9 0372 0.455 3.70% 3 5 09871 |30% 235 198,903,234 515 YES pptin 2X C1-C2; pptin 1X C1- | ) o pes
AAG1LZ-B2 DF ARGILZ 54.0 0403 | 0527 | 696% 3 5 09578 |30% 235 198,903,234 545 YES PR X CT-C2;pptin XN 51 5.pe6
AAG1LZ-B3 DF AABILZ 222 0.166 0.450 3.43% 3 3 09836 | 305 20y 109903, 234 215 YES pptin 2X C1-C2; pptin X C1- 5 5. peg
FRAME
o, 10000, 1000, 100, 10, range finder; no points |pptin 2X C1; pptin 1Xin C1-
FAL.3T3.RC.A1.21.10.04 RF AABTRC 746 0.557 0.291 1.60% 3 0 0198 |10 "0 Door 10 RF g e e o o FAL.3T3.5L5.21.10.04
FAL.3T3.RC.B1.11.11.04 DF AABTRC 288 0.215 0.471 13.15% 5 0 0.8505 3208' 34490622;7157, 107, 147 NO ’1‘8&2'”'3 between 50- | i 1x c1-c8 FAL.3T3.SLS.10.11.04
FAL.3T3.RC.B2.25.11.04 DF AAG1RC 345 0.258 0.369 4.78% 1 1 0.8807 ;"?’7 ;1‘&' 524;0.13; 215'125 2.15 YES %‘Z‘ in 2X C1; pptin 1Xin C1- | £p| 373 515.25.11.04
FAL.3T3.RC.B3.26.11.04 DF AABTRC 373 0.279 0.309 3.13% 1 1 0.9655 ;"?’7 ;1‘&' 524;0.13; 215'125 2.15 YES %‘Z‘_'” 2XCtpptin AXin C1- | o0 373 51.5.26.11.04
N 250, 116, 54.1, 25.2, o points between 50- | C7 gives > 200% viability; ppt | FAL.3T3.5L5.02.12.04
FAL.3T3.RC.B4.02.12.04 DF AAGIRC 235 1.753 0.282 2.19% 1 0 02212 |39 115 9L 254 215 No  |7opa O gives > 20 e s
FAL.3T3.RC.B5.09.12.04 DF AAG1RC 211 0.157 0.380 8.96% 2 2 08788 |250, 116,54.1,25.2, 2.15 YES pptin 2X C1; pptin 1Xin C1- | £a) 313 515.00.12.04

11.7,5.44,2.53,1.18

c4
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Mean .
1cs50 Vehicle leference Number of | Number of R2 .
Experiment 1.D. Assay . (ug/mL) Control | ©f right/left] =5 & o Points o - Dilution | Acceptable Rationale for "
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGTFS 39.2 0.208 0540 3.31% 1 2 0.9909 stzo%oblog%ouoo, 10,1, 10 RF  |range finder SLS-A1
300, 200, 133, 89, 59.3,
B1 DF AABTFS 423 0.224 0.407 0.61% 5 3 oo | 30020130 15 YES sLs-B1
300, 200, 133, 89, 59.3,
B2 DF AABTFS 352 0.186 0.507 2.69% 6 2 00874 | 30020130 15 YES sLs-B2
300, 200, 133, 89, 59.3, .
B3 DF AABTFS 40.0 0212 0.504 9.65% 5 2 00879 | 30020100 15 NO  |PC fails SLs-B3
300, 200, 133, 89, 59.3,
B4 DF AABTFS 321 0170 0.458 0.02% 5 2 osss | 30020130 15 YES sLs-B4
ECBC
AABILF-A1 RF AAGILF 6.04 0.032 0438 0.99% 1 2 09663 | 19090, 100 199,70 10 RF |PC fails; range finder SLs-P2
100, 68.1, 46.3, 31.5,
AAG1LF-B1 DF AAGILF 136 0072 0.537 2.38% 3 2 0s271 0% Ok oo o 1.47 YES SLs-P6
100, 68.1, 46.3, 315,
AAG1LF-B2 DF AAGILF 138 0.073 0.597 3.18% 4 2 09754 0% Ok o o 1.47 YES sLs-P8
100, 68.1, 46.3, 315,
AAG1LF-B3 DF AAGILF 108 0.057 0.569 3.10% 3 2 09626 |,%% Ok 5o o 1.47 YES SLS-P10
FRAME
10000,1000, 100, 10, 1.0, no points between 10 - FAL.37T3.SLS2.A1.2006
FAL.3T3.A1.NS.200603 RF AAGINS 221 1470 0.670 1.47% 0 0 00739 |00, 10 RE oo e eer s
120, 81.6, 5.5, 37.8, FAL.37T3.5LS.A2.27.06.
FAL.3T3.B1.NS.27.06.03 DF AAGINS 62.4 0.330 0.497 3.76% 1 1 ogoaz |20 800 0% ) 1.47 YES s
FAL.3T3.B2.NS.04.07.03 DF AABINS 526 0.278 0525 2.86% 2 1 09189 |30 135.925.63.428, | 4 47 NO  |PC fails FAL.3T3.5LS.04.07.03
FAL.3T3.B3.NS.11.07.03 DF AAGINS 57.7 0.305 0.555 5.84% 2 1 09734 |300,135.926.63.428, | 4 47 YES FAL.3T3.5LS.11.07.03
FAL.3T3.B4.NS.17.07.03 DF AAGINS 424 0.224 0.666 2.83% 2 1 09758 |30 135:925.63.428, | 4 47 YES FAL.3T3.5LS.17.07.03
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAB1JY 77.8 0233 0.337 1.56% 1 0 0.8728 (1)%06 11 0642)'03'11 'g '(?0160 . 10 RF  |range finder SLS-A5
N 100, 71.4, 51.0, 36.4,
B1 DF AABTIY 89.7 0.268 0.489 1.52% 1 3 08061 |00 1Lt 0% Bab 14 YES sLs-B4
N 100, 71.4, 51.0, 36.4,
B2 DF AABTIY 80.2 0.240 0.355 6.46% 1 2 08383 |00 1Lt 0% Bab 14 YES SLS-B7
N 100, 71.4, 51.0, 36.4, pptin 2X C1; slight film of
B3 DF AABTIY 80.7 0.241 0434 7.93% 1 2 00277 |00 T % b 14 YES s o ot oinfose |SLS-B8
ECBC
AABINR-AT RF AABINR NA NA 0317 12.60% 1 4 NA 3%0655%%05(5% g'(s)bgi?ss' 10 RF  |range finder pptin 2X C1 SLS-P49
. pptin 2X C1-C7; dilution is
AAGINR-B1 DF AABINR NA NA 0431 6.47% 8 0 NA ggg' gg;' gﬁ' 452,373, 1.21 NO ’1‘80",,;"”'3 between 50 - 137511t no points have SLS-P65
)49 ° greater than 50% viability
AAGTNR-B2 DF AABINR 452 1.351 0526 5.34% 2 6 0.8969 ??g' ?g‘g 3:573%252' 1, 147 YES pptin 2X C1-C4: pptin 1X C1 | SLS-P66
AAGTNR-B3 DF AABINR 418 1.249 0.461 0.27% 2 5 0.9559 ??g' ?g‘g 3:573%252' 1, 147 YES pptin 2X C1-C2 SLS-P68
AAG1NR-B4 DF AABINR 298 0.891 0.410 5.55% 1 6 0.8163 ??g' ?g‘g 3:573%252' 1, 147 YES pptin 2X C1; pptin IXC1 | SLS-P70
FRAME
250, 25, 2.5, 0.25, 0.025, rance finder: no boins
FAL.3T3.FY.A1.21.10.04 RF AABTFY 133 0.397 0362 | 10.70% 1 0 05214 |0.0025, 0.00025, 10 RF |range finder, ho bl FAL.3T3.5L5.21.10.04
0.000025 etween 50-100%
FAL.3T3.FY.B1.25.11.04 DF AABTFY 108 0322 0436 8.15% 5 2 08455 | 250, 207 TTL ML M7 | 429 YES FAL.3T3.SLS.25.11.04
N 250, 207, 171, 141, 117, —
FAL.3T3.FY.B2.26.11.04 DF AABTFY 18 0.352 0.289 2.16% 5 2 ogtto |20, 207171, 1.21 YES steep toxicity curve FAL.3T3.5LS.26.11.04
o, 250, 207, 171, 141, 117, no points between 0- no toxicity values less than FAL.3T3.SLS.02.12.04
FAL.3T3.FY.B3.02.12.04 DF AAGTFY NA NA 0.258 2.30% 0 0 NA e ey ess 1.21 No  |1opo o v s
FAL.3T3.FY.B4.09.12.04 DF AABTFY 147 0.440 0.350 0.00% 4 3 07540 |30, 200 TTL ML IT |42 YES FAL.3T3.5L5.00.12.04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3:;?;]:2:1 pumbsgoff unbeyct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
A1 RF AAGTKJ 7.74 0.015 0.407 4.94% 2 3 0.9809 (1)0006 11 06 2)63'11'3:0160 . 10 RF  |range finder SLS-A1
B1 DF AABTKJ 531 0.011 0.466 2.22% 6 2 0934 |30.9.513.795,12.2 16 YES SLS-B4
B2 DF AAGTKJ 8.29 0.02 0.357 10.53% 4 4 0.9392 306'2' 217'3' ;%g' 12;3' 16 YES outlier removed bySD SLs-B7
N 50.0, 313, 19.5, 12.2, ]
B3 DF AABTKJ 522 0.01 0.454 0.66% 5 3 09603 | 340 3L e e 16 YES SLS-B8
ECBC
. . 500, 50.0, 5.0, 0.5, 0.05, . !
AAG1PB-AT RF AAG1PB 541 0.011 0.362 9.63% 3 5 09706 |0 e e 0 oog0s 10 RF  |range finder SLS-P49
. 100, 46.5, 21.6, 101, _
AAG1PB-B1 DF AAG1PB NA NA 0.509 7.59% 6 2 NA | e o oar 215 NO  |PC fails SLS-P53
] N 100, 46.5, 21.6, 10.1, ]
AAG1PB-B2 DF AAG1PB 346 0.007 0.703 7.58% 5 3 09831 |, % 5 1s 1 o1 047 215 YES SLS-P54
. Ny 100, 46.5, 21.6, 10.1, -
AAG1PB-B3 DF AAG1PB 212 0.004 0539 | 1154% 6 2 o620 |, D2l o 215 YES SLS-P57
. N 100, 46.5, 21.6, 10.1, -
AAG1PB-B4 DF AAG1PB 2.86 0.006 0.399 3.57% 3 5 o627 |, % D or our 215 YES SLS-P59
FRAME
0.1,0.01, 0.001, 0.0001,
FAL.3T3.GB.A1.09/01/04 RF AAG1GB 0.015 0.000 0.664 4.29% 1 3 09201 [0.00001, 0.000001, 10 RF  |range finder FAL.3T3.5LS.00/01/04
0.0000001, 0.00000001
FAL3T3.GB.A2.16.01.04 DF AAB1GB 201 0.004 0.861 8.61% 7 1 08sez |2200,116.0,54.1.252. | 545 YES FAL.3T3.5LS.16/01/04
250 79.1. 25.0, 7.9, 2.5 difficult to get above 250
FAL3T3.GB.B1.23.01.04 DF AAG1GB 136 0.027 0.552 1.48% 3 3 093tg |20 191, 209.79.25, | 316 YES ug/ml; unlikely to reach 100% | FAL3T3.23-01-04
8,025,0. toxicity
o, 500, 158.7, 50.4, 16.0, slow increase in toxicity;
FAL3T3.GB.B2.30.01.04 DF AAB1GB 271 0.054 0422 2.70% 3 3 osse2 |20 1987503 315 YES hod 5% toxicty FAL.3T3.5LS.20/01/04
FAL3T3.GB.B3.06-02-04 DF AAGT GB 10.9 0.022 0412 3.80% 3 5 09648 |20 187,504,160, 315 YES FAL.3T3.5LS.06/02/04

1-74
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type! Chemical I.D. Decimal IC50 (mM) VC from ( Dilutions  (ug/mL)’ Factor® Tests? Unacceptabili Notes Positive Control I.D.
yp! (VC) o4 o5 6
e s | 0-50%* |50-100%° PRISM)
orma oD? mean VC
Ivs
Al RF AAGTMR 637 3.897 0.387 5.74% 2 1 0.9378 stzo%oblog%ouoo, 10,1, 10 RF  |range finder pptin 1X C1 SLS-A4
B1 DF AAGTMR 861 5269 0510 3.85% 3 5 0.9807 gggoéggogé;&?%%g, 15 YES outlier removed bySD SLs-B4
N 3000, 2000, 1333, 889,
B2 DF AABTMR 873 5343 0.351 6.44% 3 5 0.9556 | 300 a0 o5s. 135 15 YES SLS-B7
N 3000, 2000, 1333, 889,
B3 DF AABTMR 670 4.100 0423 0.22% 4 4 09652 | 30002000 15 15 YES SLs-B8
ECBC
AABTKT-A1 RF AABTKT 977 5.981 0.403 6.66% 2 2 0.9703 }%0(1’0'01 8?0610%01' 10, 10 RF  |range finder pptin 1X C1 SLS-P13
AAGTKT-B1 DF AABTKT 859 5257 0.408 5.82% 4 3 0.9878 12302'136%'121?3{ 1006, 515 YES pptin 1X C1 SLS-P33
no points between 50 -
AABTKT-B2 DF AABTKT NA NA 0585 1.42% 1 0 NA lggogagefgaz‘lﬁ, 1006, 515 NO  |100%: closest pointis |SD rejected test; pptin 1X C1 |SLS-P35
1 218,101, 47. 100.0%

AABTKT-B3 DF AABTKT 767 4696 0.491 0.48% 4 4 0.9890 12302'136%'121?3{ 1006, 515 YES pptin 1X C1 SLs-P37
AAGTKT-B4 DF AABTKT 661 4.043 0.403 0.04% 4 4 0.9878 12302'136%'121?3{ 1006, 515 YES pptin 1X C1 SLS-P40
FRAME
FAL.3T3.GH.A1.10.09.04 RF AAG1GH 1380 8.428 0.459 10.90% 1 2 0.9027 stzo%oblog%ouoo, 10,1, 10 RF  |range finder pptin 1X C1 FAL.37T3.5LS.10.09.04
FAL.3T3.GH.1.16.09.04 DF AAB1GH 1240 7.564 0.394 2.96% 2 3 09170 |5000,2325 1982, 503, 215 YES FAL.3T3.5LS.16.09.04
FAL.3T3.GH.B2.15.10.04 DF AAG1GH 1140 6.962 0302 | 14.14% 2 3 09396 | 50002325, 1982, 503, 215 YES FAL.3T3.5LS.15.10.04
FAL.3T3.GH.B3.28.10.04 DF AAG1GH 1280 7.830 0.188 9.65% 2 2 09091 | 50002325 1982, 503, 215 YES FAL.3T3.5LS.28.10.04
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle zlt'fi;l:t'l‘l‘:t pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
Format 2| 0-50%"* |50-100 %°| PRISM)
orma oD? mean VC
1,1,1-TRICHLOROETHANE
vs
A1 RF |  AAGIKG 5000 | 44240 | 0312 | 5.85% 1 6 06051 |00 1000, 100.10.1, 10 RF |range finder SLS-AS
o 10000, 7692, 5917, 4552, no points between 50 - . .
B1 DF AAB1KG 9710 72.746 0.446 10.58% 1 0 0.9158 3501, 2693, 2072, 1594 1.3 NO 100% pptin 2X C1 SLS-B6
pptin 2X C1; plates read 15-
B2 DF AAGTKG 9840 73.758 0474 5.24% 1 6 0.7420 133?042?3352%4'2%?7' 1.2 YES 16 br late; orignial reading | SLS-B11
’ ’ ’ used wrong OD wavelength
o, 10000, 8333, 6944, 5787, no points between 0 - | pptin 2X C1; passes because .
B3 DF AABTKG 10000 75.303 0.355 0.14% 0 4 0.8872 4823, 4019, 3349, 2791 1.2 YES 50%: of 1.2 dilution factor SLS-B12
o, 10000, 8333, 6944, 5787, . '
B4 DF AAB1KG 9640 72.246 0.490 2.52% 1 2 0.9252 4823, 4019, 3349, 2791 1.2 YES pptin 2X C1 SLS-B15
ECBC
AABTIV-AT RF AABTIV NA NA 0.565 0.77% 0 4 NA 20000 1000 100101, 10 RF  |range finder SLS-15
dilution factor is 1.21; no points
30000, 24793, 20490 . .
. o ’ g ’ PC fails; no points between 0-50%; test would g
AAB1JV-B1 (sealer) DF AAB1IV NA NA 0.621 5.88% 0 8 NA 32234,7;8895, 11566, 1.21 NO between 0 - 50% pass due to dilution factor: ppt SLS-P61
i in 2X C4
50000, 41322, 34151, ppt in 2X C1-C5; chemical
AAB1JV-B2 (sealer) DF AAB1IV 41100 308.185 0.353 2.97% 3 5 0.6525 |28224, 23325, 19277, 1.21 YES made pipets sticky and SLS-P64
15932, 13167 corrosive to the reservoir
50000, 41322, 34151, can't properly determine onor S9PSIer lowialy curve:
AAB1JV-B3 (sealer) DF AAB1IV NA NA 0.448 5.01% ? ? NA 28224, 23325, 19277, 1.21 NO points between 0 - N Phy: .y ¥ SLS-P73
with plastic pipets; ppt in 2X
15932, 13167 100% y
C1-C8 (oily)
FRAME
o, 10000, 1000, 100, 10, range finder; no points
FAL.3T3.PN.A1.21.10.04 RF AAB1PN NA NA 0.315 6.33% 0 0 0.0000 1.0,0.1, 0.01, 0.001 10 RF between 0-100% FAL.3T3.SLS.21.10.04
25000, 17007, 11569
FAL.3T3.PN.B1.04.11.04 DF AAB1PN 18400 137.661 0.285 9.94% 1 2 0.6655 |7870, 5354, 3642, 2478, 1.47 YES pptin 1X C1 FAL.3T3.SLS.04.11.04
1686
25000, 20661, 17075, 1o points between 50- test passes because lowest
FAL.3T3.PN.B2.19.11.04 DF AAB1PN 20600 154.458 0.278 4.29% 2 0 0.7843 14112, 11663, 9639, 1.21 YES 108)0/ w dilution factor used (1.21); ppt |FAL.3T3.SLS.19.11.04
7966, 6583 ° in 2X C1-C2
25000, 20661, 17075, pptin 2X C1; pptin 1X C1; C8
FAL.3T3.PN.B3.25.11.04 DF AAB1PN 22000 165.125 0.365 1.64% 1 2 0.6250 |14112, 11663, 9639, 1.21 YES concentration shows high FAL.3T3.SLS.25.11.04
7966, 6583 toxicity
25000, 20661, 17075
FAL.3T3.PN.B4.26.11.04 DF AAB1PN 24000 179.809 0.331 2.57% 2 4 0.1704 14112, 11663, 9639, 1.21 YES pptin 2X C1-C4; FAL.3T3.SLS.26.11.04

7966, 6583
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
ZpanmeniiLLs i ug/m Control Points Points from fra EULREID T iti
3T3 Cells Type' Chemical I.D. Decimal 1C50 (mM) (VC) VC from . . ( . Dilutions  (ug/mL)’ Factor® Tests® Unacceptability Notes Positive Control I.D.
Format 2| 0-50%"* |50-100 %°| PRISM)
orma oD? mean VC
vs
10.0, 1.0, 0.1, 0.01, t in 2000ug/ml stock in
A1 RF AAGTMT 0.214 0.0010 0.338 10.51% 2 4 0.9591 |0.001, 0.0001, 0.00001, 10 RF range finder ppti g ! SLS-A2
DMSO
0.000001
1.00, 0.625, 0.391, 0.244,
B1 DF AAGTMT 0.223 0.0011 0.497 2.36% 4 4 0.9169 |0.153, 0.095, 0.060, 1.6 YES SLS-BS
0.037
2.00, 1.11, 0.617, 0.343,
B2 DF AAGTMT 0.127 0.0006 0.377 3.14% 5 3 0.9339 |0.191, 0.106, 0.059, 1.8 YES SLS-B9
0.033
2.00, 1.11, 0.617, 0.343,
B3 DF AAGTMT 0.156 0.0008 0.321 8.67% 5 3 0.9469 |0.191, 0.106, 0.059, 1.8 YES SLS-B10
0.033
ECBC
10, 1, 0.1, 0.01, 0.001,
AAB1GE-A1 revised by RF AAG1GE 0.2 0.0010 0.256 6.24% 2 5 0.9389 |0.0001, 0.00001, 10 RF range finder SLS-P9
0.000001
X o, 4.00, 1.86, 0.685, 0.402, " . g
AAG1GE-B1 DF AAG1GE 0.117 0.0006 0.424 19.49% 5 3 0.9178 0.187, 0.087. 0.40, 0.019 215 NO % VC difference > 15 | pptin 2X C1 SLS-P19
2 o 4.00, 1.86, 0.685, 0.402, .
AAG1GE-B2 DF AAG1GE 0.0766 0.0004 0.375 6.15% 6 2 0.9339 0.187, 0.087. 0.40, 0.019 215 YES SLS-P21
-| ) 4.00, 1.86, 0.685, 0.402, g
AAG1GE-B3 DF AAG1GE 0.0951 0.0005 0.599 3.52% 2 6 0.9594 0.187, 0.087. 0.40, 0.019 215 YES SLS-P24
2 o 4.00, 1.86, 0.685, 0.402, .
AAG1GE-B4 DF AAG1GE 0.0861 0.0004 0.563 11.19% 2 6 0.9512 0.187, 0.087. 0.40, 0.019 215 YES SLS-P26
FRAME
10.0, 1.0, 0.1, 0.01,
FAL.3T3.LB.A1.01/04/04 RF AAG1LB 2.83 0.0138 0.270 4.91% 1 1 0.7626 |0.001, 0.0001, 0.00001, 10 RF range finder FAL.3T3.SLS.01/04/04
0.000001,
o 50.0, 23.3, 10.8, 5.03, . hi
FAL.3T3.LB.B1.29/04/04 DF AAG1LB 1.44 0.0071 0.289 3.08% 3 3 0.8508 2.34.1.09. 0.506. 0.235 215 YES NR crystals; high background |FAL.3T3.SLS.29/04/04
FAL.3T3.LB.B2.07/05/04 DF AAG1LB 1.72 0.0084 0.269 3.01% 7 1 0.9859 5560’2157'(1";1'6’ 79,54, 1.47 YES FAL.3T3.SLS.07/05/04
FAL.3T3.LB.B3.20/05/04 DF AAG1LB 1.19 0.0058 0.336 5.70% 4 3 0.9404 gss'obg‘g’f"" 2512, 215 YES FAL.3T3.SLS.20/05/04
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Mean "
Experiment 1.D. sy [r— (ulglfr?L) c gz:i::lj 32;‘:‘;}:’:‘ Nl::n;:’net;d Nl:’n;:’:t;t)f (ffozm _— | Dilution | Acceptable Rationale for —
373 Cells Type' hemical I.D. Decimal IC50 (mM) o) VC from e . . Dilutions  (ug/mL) Factor® Tests? Unacceptability Notes Positive Control I.D.
Format mean vG® | 0-50%" |50-100%°| PRISM)
oD?
TRIPHENYLTIN HYDROXIDE
vs
10.0, 1.0, 0.1, 0.01,
A1 RF AAB1JR 0.013 0.00004 0.456 8.54% 0 1 0.9726 |0.001, 0.0001, 0.00001, 10 RF range finder SLS-A2
0.000001
0.100, 0.0625, 0.0391,
B1 DF AAB1JR 0.0206 0.00006 0.434 2.34% 3 4 0.9576 |0.0244, 0.0153, 0.00954, 1.6 YES SLS-B5
0.00596, 0.00373
0.100, 0.0625, 0.0391,
B2 DF AAB1JR 0.00547 0.00001 0.371 8.48% 3 1 0.9569 |0.0244, 0.0153, 0.00954, 1.6 YES SLS-B9
0.00596, 0.00373
0.100, 0.0625, 0.0391,
B3 DF AAB1JR 0.0184 0.00005 0.367 0.57% 3 4 0.9073 |0.0244, 0.0153, 0.00954, 1.6 YES SLS-B10
0.00596, 0.00373
ECBC
10, 1, 0.1, 0.01, 0.001,
AAB1LL-A1 RF AAB1LL 0.0132 0.00004 0.297 4.91% 1 2 0.9825 |0.0001, 0.00001, 10 RF range finder SLS-P7
0.000001
0.100, 0.0465, 0.0216,
AAB1LL-B1 DF AAB1LL 0.0258 0.00007 0.569 0.10% 2 6 0.9539 [0.0101, 0.0047, 0.0022, 215 YES SLS-P24
0.0010, 0.0005
0.100, 0.0465, 0.0216,
AAB1LL-B2 DF AAB1LL 0.0296 0.00008 0.519 1.61% 2 5 0.9359 [0.0101, 0.0047, 0.0022, 215 YES SLS-P26
0.0010, 0.0005
0.100, 0.0465, 0.0216,
AAB1LL-B3 DF AAB1LL 0.0212 0.00006 0.486 8.28% 2 6 0.9428 [0.0101, 0.0047, 0.0022, 215 YES SLS-P28
0.0010, 0.0005
FRAME
10.0, 1.0, 0.1, 0.01,
FAL.3T3.GG.A1.01/04/04 RF AAB1GG 0.0143 0.00004 0.267 9.46% 3 5 0.9563 [0.001, 0.0001, 0.00001, 10 RF range finder FAL.3T3.SLS.01/04/04
0.000001,
0.100, 0.047, 0.022,
FAL.3T3.GG.B1.29/04/04 DF AAB1GG 0.00286 0.00001 0.239 5.43% 1 1 0.9869 [0.010, 0.0047, 0.0022, 215 YES FAL.3T3.SLS.29/04/04
0.0010, 0.0005
0.100, 0.0233, 0.0108,
FAL.3T3.GG.B2.07/05/04 DF AAB1GG 0.0314 0.00009 0.340 1.06% 1 1 0.7735 |0.0050, 0.0023, 0.0011, 215 YES FAL.3T3.SLS.07/05/04
0.0005, 0.0002
0.100, 0.047, 0.022,
FAL.3T3.GG.B3.20/05/04 DF AAB1GG 0.0438 0.00012 0.367 1.82% 2 6 0.8325 [0.010, 0.0047, 0.0022, 215 YES FAL.3T3.SLS.20/05/04
0.0010, 0.0005
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle zlt'fi;l:t'l‘l‘:t pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
Format 2| 0-50%"* |50-100 %°| PRISM)
orma oD? mean VC
vs
small immiscible droplets
o 1000, 100, 10, 1, 0.1, . initially coated insides of g
A1 RF AABTIMZ 665 4.614 0.415 7.61% 1 2 0.8257 0.01, 0.001, 0.0001 10 RF range finder dilution tube in the highest 2X SLS-A2
solution
pptin 2X C1-C2; test article
o, 2000, 1333, 889, 593, adherred to glass pipettes
B1 DF AABTIMZ 574 3.981 0.353 10.44% 3 4 0.6749 395, 263, 176, 117 1.5 YES upon transference to the 8-well SLS-B6
reservoir
no points between 0-
0 2000, 1333, 889, 593, 50%; %VC difference . .
B2 DF AABTIMZ NA NA 0.372 15.70% 0 4 NA 395, 263, 176, 117 1.5 NO >15; no toxicity pptin 2X C1 SLS-B9
detected
o, 2000, 1333, 889, 593, no points between 0- . ~ .
B3 DF AABTIMZ NA NA 0.354 4.99% 0 6 NA 395, 263, 176, 117 1.5 NO 50% pptin 2X C1-C4 SLS-B10
o 2000, 1333, 889, 593, no points between 0- . ~ .
B4 DF AABTIMZ NA NA 0.366 1.91% 0 3 NA 395, 263, 176, 117 1.5 NO 50% pptin 2X C1-C3 SLS-18
ECBC
1000, 100, 10, 1, 0.1, N
AAB1JJ-A1 RF AAB1JJ 723 5.012 0.252 3.67% 1 3 0.8319 0.01, 0.001, 0.0001 10 RF range finder SLS-P9
highest 2X solution clear, oily,
o, 2000, 1361, 926, 630, & orange; DMSO < 0.5%; no
AA61JJ-B1 DF AAB1JJ 624 4.325 0.537 3.43% 4 2 0.9027 428,291, 198, 135 1.47 YES diff. in JJ-B2 & JJ-B3 when SLS-P26
compared to JJ-B1 (no ppt)
pptin 2X C1 - C5; oily; no diff.
AAG1JJ-B2 DF AAB1JJ 519 3508 0433 | 1156% 3 4 08624 |3000, 1367, 526, 630. 147 YES in JJ-B2 & JJ-B3 when SLs-P28
’ ’ ’ compared to JJ-B1 (no ppt)
pptin 2X C1 - C5; no diff. in
AAG1JJ-B3 DF AAG1 499 3.460 0379 5.14% 4 4 0.9240 |2000, 1361, 926, 630, 147 YES JJ-B2 & JJ-B3 when compared| SLS-P30
428, 291, 198, 135
to JJ-B1 (no ppt)
FRAME
o, 1000, 100, 10, 1, 0.1, i
FAL.3T3.GK.A1.01/04/04 RF AAB1GK NA NA 0.280 5.02% 0 1 NA 0.01.0.001. 0.0001 10 RF range finder FAL.3T3.SLS.01/04/04
FAL.3T3.GK.B1.29/04/04 DF AAB1GK 1660 11.535 0.228 7.54% 1 2 0.7855 ?;530511‘?325521 '1?582' 215 YES FAL.3T3.SLS.29/04/04
FAL.3T3.GK.B2.07/05/04 DF AAB1GK 1760 12.219 0.284 7.69% 1 2 0.4313 ?;530;541115325521'5582 215 YES FAL.3T3.SLS.07/05/04
FAL.3T3.GK.B3.20/05/04 DF AAB1GK 2000 13.837 0.337 0.94% 1 2 0.5501 gggoéézogay ?(73'9787' 1.47 YES FAL.3T3.SLS.20/05/04
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Mean .
E i t1.D. Assay ( IC/SOL) rehicle 3’2;?32:: pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from e . ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
o— 2| 0-50%"* |50-100%°| PRISM)
orma oD? mean VC
vs
Al RF AABTNH 38.1 0.078 0.266 2.04% 0 0 05147 (1)0006 11 06 2)63'11'3(?0160 . 10 RF  |range finder ?‘%"gﬁ;‘é"ﬁg{;;ﬁfﬁ (‘,”gﬂz SLS-A4
) 100, 71.4, 51.0, 36.4,
B1 DF AAGINH 359 0.073 0.480 1.13% 1 2 09635 |30 56 135 946 14 YES SLS-B5
) 100, 71.4, 51.0, 36.4,
B2 DF AAGINH 437 0.089 0.352 7.48% 2 2 09750 |30 56 3.5, 946 14 YES SLS-B9
. 100, 71.4, 51.0, 36.4,
B3 DF AAGINH 37.1 0.075 0.359 12.81% 1 5 09378 | 300 6. 135, 946 14 YES SLS-B10
ECBC
AABILY-A1 RF AABILY 15.1 0.031 0.287 1.45% 0 6 0.9401 (1)[%)010';33'113'016001'1' 10 RF  |range finder pptin 2X C1 SLS-P14
g N 100, 68.0, 46.3, 31.5, ¥
AAG1LY-B1 DF AABILY 26.7 0.054 0.347 12.36% 3 4 09375 |31 4t 061, 6.74 1.47 YES SLS-P34
. N 100, 68.0, 46.3, 31.5, ¥
AAG1LY-B2 DF AABILY 38.3 0.078 0523 5.85% 2 4 09789 |31 Cat 061, 6.74 1.47 YES SLS-P36
AAG1LY-B3 DF AABILY 316 0.064 0444 | 15.05% 3 4 0.9643 |100.680,463 315, 1.47 YES i i
-| . . . .05% . 21.4,14.6,9.91, 6.74 E potential volatility problem SLS-P38
FRAME
o 1000, 100, 10, 1, 0.1, range finder; no points .
FAL.3T3.MC.A1.10.09.04 RF AAGTMC 62.8 0.128 0.369 12.62% 2 0 09133 |5 0004, 00601 10 RF | g0 1obor  |PPtin 2X C1and 1X C1 FAL.3T3.5LS.10.09.04
100, 68.0, 46.3, 31.5, no points between 0 - .
FAL.3T3.MC.B1.16.09.04 DF AABIMC 48.1 0.098 0277 7.34% 0 1 09557 |30 Sat. 061, 6.74 1.47 No |DoP pptin 2X C1 FAL.3T3.5LS.16.09.04
1.21 dilution factor doesn't
o, 100, 82.6, 68.3, 56.4, no points between 50 - | affect outcome since no values
FAL.3T3.MC.B2.23.09.04 DF AABIMC 23.1 0.047 0.201 2.68% 3 0 08298 |40 ot 516 269 1.21 No |foRR 2 0% viabilty: pptm 2 G1: - | FAL3T3.5L8.23.00.04
outlier removed by SD
. 50.0, 34.0, 23.1, 15.7, )
FAL.3T3.MC.B3.14.10.0404 | DF AABIMC 32.7 0.067 0.268 12.64% 2 1 00323 |07 3G el s 1.47 YES pptin 2X C1 FAL.3T3.5LS.14.10.04
FAL.3T3.MC.B4.21.10.04 DF AABIMC 36.1 0.073 0.169 0.30% 1 1 01575 |309:345.231 107, 1.47 YES Pt in 2X C15 very high viabilty| ezl 373.515.21.10.04
FAL.3T3.MC.B5.04.11.04 DF AABIMC 34.9 0.071 0.199 8.03% 2 1 0.6920 Zg'?' fg'g' ;44';' gso.g, 1.47 YES FAL.3T3.5LS.04.11.04
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Mean "
E i t1.D. Assay ( IC/SOL) rehicle zlt'fi;l:t'l‘l‘:t pumberet/Numterct R2 Dilution |Acceptable Rationale fi
xperiment 1.D. i ugim Control Points Points from AT ationale for iti
373 Cells Type' Chemical I.D. Decimal IC50 (mM) o) VC from ’ \ ( . Dilutions  (ug/mL)’ Factor® Tests? Unacceptability Notes Positive Control I.D.
e 5| 0-50%* |50-100%°| PRISM)
orma oD? mean VC
nvs
1000, 100, 10, 1, 0.1, N .
A1 RF AABTMA NA NA 0.415 0.04% 0 1 NA 0.01, 0.001, 0.0001 10 RF range finder pptin 2X C1 SLS-A3
o 2500, 1923, 1479, 1138,
B1 DF AAGTMA 728 6.855 0.371 3.21% 5 3 0.9121 875, 673, 518, 398 1.3 YES SLS-B6
2500, 1923, 1479, 1138, .
B2 DF AABTMA 809 7.621 0.371 4.51% 5 3 0.9567 875, 673, 518, 398 1.3 YES pptin 2X C1 SLS-B9
o, 2500, 1923, 1479, 1138,
B3 DF AABTMA 635 5.984 0.311 4.85% 6 2 0.9597 875, 673, 518, 398 1.3 YES SLS-B10
ECBC
1000, 100, 10, 1, 0.1, N
AAB1GM-A1 RF AAB1GM NA NA 0.232 5.68% 0 5 NA 0.01, 0.001, 0.0001 10 RF range finder SLSs-12
" o, 3000, 2479, 2049, 1693, PC fails; no points test could pass due to dilution .
AAB1GM-B1 DF AAB1GM NA NA 0.754 7.45% 0 8 NA 1400, 1157, 956, 790 1.21 NO between 0 - 50% factor SLS-P61
" o 4000, 3306, 2732, 2258, no points between 0 - |test could pass due to dilution .
AAB1GM-B2 DF AAB1GM NA NA 0.624 4.21% 0 7 NA 1866, 1542, 1275, 1053 1.21 NO 50% factor SLS-P63
can't properly determine . .
" o, 4000, 3306, 2732, 2258, . - roller coaster toxicity curve; ppt| .
AAB1GM-B3 DF AAB1GM NA NA 0.553 15.44% 2 6 NA 1866, 1542, 1275, 1053 1.21 NO ?g:)n;f between 0 in 2X C1-C8 (olly) SLS-P73
FRAME
o 1000, 100, 10, 1, 0.1, i
FAL.3T3.JG.A1.28.05.04 RF AAB1JG NA NA 0.327 3.31% 0 3 0.6108 0.01.0.001. 0.0001 10 RF range finder FAL.3T3.5LS.28.05.04
o 2500, 1163, 541, 252, no points between 0 - . .
FAL.3T3.JG.B1.04.06.04 DF AAB1JG NA NA 0.250 0.50% 0 0 NA 117, 54.4, 25.3, 11.8 215 NO 100% pptin 2X C1-C3; FAL.3T3.SLS.04.06.04
o, 2500, 1163, 541, 252, no points between 0 - | pptin 2X C1-C3; toxicity did
FAL.3T3.JG.B2.17.06.04 DF AA61JG NA NA 0.448 0.74% 0 NA NA 117,544 253, 11.8 2.15 NO 100% not reach 50% FAL.3T3.5LS.17.06.04
FAL.3T3.JG.B2.24.06.04 DF AAG1JG NA NA 0.396 9.40% 0 5 0.1548 2500, 1163, 541, 252, 215 NO no points between 0 - | no toxicity detected; SD ends FAL.3T3.SLS.24.06.04

(should be B3)

117,54.4,25.3, 11.8

50%

testing

' Range finder or definitive test
2 Mean OD value for all VC wells in test plate
% Difference of right and left VC column of wells in the test plate

* % viability ICx values between 0 and 50% viability; test acceptance criterion

® % viability ICx values between 50 and 100% viability; test acceptance criterion

¢ calculated value from the Prism® software
" Test chemical concentrations from stock applied to the cells

8 Step-wise dilution factor

° Determination whether test meets or doesn’t meet test acceptance criteria
Shaded boxes identify values that do not meet the specific test acceptance criteria

Abreviations:

ppt = precipitate

SD = Study Director
RF = Range Finder
DF = Definitive Test
PC = Positive Control

C1 - C8 = concentration series

NA = not available

RC = Registry of Cytotoxicity
2X = Two times the concentration that will be applied to the cells

VC = Vehicle Control

R2 = Coefficient of Determination

OD = Optical Density



